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Abstract of JP200531 2446 
PROBLEM TO BE SOLVED: To obtain a gold- 
binding protein which can be used for binding 
gold to a target substance in a fine structure 
and can specifically bind to the gold, to provide 
a complex protein containing the protein, and 
to provide a technique for utilizing the complex 
protein for detecting the target substance. 
SOLUTION: The gold-binding complex protein 
uses an anti-gold antibody or its partial gold- 
binding portion. A target substance-detecting 
kit comprises a substrate, the gold-binding 
protein and a detection means to detect the 
target substance. 
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»t*Bsgfl:£#i.fc*&, dna, ^Tj-Ymmm^m-hztmmx'M. 
mzzti^<mm<r)im* j f-*-v£ ( - s h > -c^ffaw-scfctio. s-au« 

ffl LT D N A . * tti^rf H fcAJUcfflgft LfclWHlRtf rX-f ;MHftff jWWrfiT 
[0005] 

i<,mth&«b mmhtix »i mmb »mm mmum* y> w 

M^^htX'Ui^tmmiX^^^^^M^X'ht (Science, 
3 0 2 : P 1 3 6 4 , 2003). «tt?>^?fi£»ftf4NI£€t£*»1^ 
i: lIKy?^ 77'J y^J£ft«£:h.S«*^fMMT«IU 

fywmizmemwmbtt&x-z htmmmxttzb^-mmiznbtix^ 

MProteomics, 3 : p254, 2003). IfrM&h* ZCVXotcMW. 



(5) 



#^2005-312446 (P2005-312446A) 



[0006] 

L/c t'^-f-y fctf-ts i t fc J: ->* HSflrt-«*tfeW9i WW * . 

pi$tlTVM». Belcher^, 77-^ U7l/-at±9GaAs«*5IS 
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5-P665 2000), ±fW*^aBlfl«Kbffi&fflV^T^'f ^ttft^fc&^ffi 
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i^Wr'JK-VJMfiitmS (Gu 1 f re G. .Nature 2 
66. 550-552, 1 9 7 7 ) . MU£ . ftttMMb LT{±v^**5XP-VP 
3/X63-AG8. 653 (ATCC No. CRL-1580) , P3/NSI/ 
1-Ag4-1 (NS-1), P3/X6 3-Ag8. Ul (P3U1) . SP2/0- 
Agl4 (Sp2/0, Sp2),NS0. PA I, F OfcSUliBWS 1 4 7, 
^SlD-72 10RCY3-Ag. 2. 3. , t hi5ftSxa--?U- 2 6 6 AR 1 
. GM1 50 0-6TG-A1-2, UC7 2 9-6, CEM-AGR. D1R1 Ihh 
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t i body ) *&WWl*>. 
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iOid^fMWJirtSdtt^^VWi. -tEFab\ F (ab') 2 T* -> T t> «k 
v>. VHkUBCHltlt^LfcFdBrMTft-s-cfclt*)^. 
[0050] 

j£-t*a«™i« (vh) ^eiPTOro* (vd *fctt*^-»-t*oTkJ:K - 

ffi!BVH*fcU:VLfr6£S«^tei3Vvc % -tfwa/l^s^fcflKrflrsy 

mmmnymp^h^ri-^^Lxmuz-^mF v ( s i n g 1 e ch 

ai n Fv : scFv) tflfflt*ii:<»"C*6. JJEs c F v fcJWW* VH/V L 

ii umm) £.-~8J&T s -/aw**** y ya-MBtiifctfaiu*. rsy^u 

[0051] 

5StC(4, VH. VLimtlfr%Y*4ydAb?S)'?Xi>1!li>%^&. BnWH-x-fv 

TfcftK a^fit^iiLTi n vivoCfiV^rfcffftU ftfl&tSii:* 1 ^* 
|,^i:*^(bia-CVM,7^raiM^^M«VHH (J. Mol. BioK 311 
: P 123> 2001) . Nurse s h a r k<04 A/?'n7U ym=f<V*I%fflA 

vh/v Lffjs*sfi«ffit#«)ffla»»*#»t^EiHiA-t*i k t J: *>x%mm± 

[0052] 

afs^swaii* ( i ) tmrnmsm® (vh>, -e^gftM^ft^-SL ttv 
iz ( 2 ) fiifreM^^ (vd, -t«3ss#atfi*ife<o-«. a»6WR3*iteJ«a: 
<tt im^A,x^M<r)t^tz\t^x'%h. mmm$mk (vhi fci/ot, 

: 1 -4 8C0T 5 /@»4>& < fc t-ot^T=5rS 9 . fitfcSIS 

( V L ) t-Ctt, KFJSt : 4 9 - 5 7 COT 5 /K^JcWK k t>-o£^ 
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[0053] 

mihtrnmuztjcmi^mztiyX'^h. mm. mimtitzmm^u > 
^mmixmt^mhhi. zti^tKm^hMznixm^m^-ti^xh 

[0054] 

mT^m%mm^tzmm?smx'hz>. mm. mmutfz&vLm{z?y4 75 
v-zftmi. zti^fyj-wntLxwimMzmit^tx . znmvbmfcz-t* 
tfb. ^ttz^mmmmzn-th^mzmmm-hnmht. ms&m^y^yy 

T%&. Mm, t F*ffiA»^mRNA£ttaiU cDNAJMtS. SMC. t 
hVH. VLSrn-K-r^ia^JS-To-T'fcL-C, h h VHiWiVLOc DN ky-i 7' 
7'J-Sr#»-tl>o fllitf. bhVH7r$U- (VH1BM7) £7r SU-ttfcttE 
< itl&t* 7*9 4 -v-^t NVLSrifig-C #6754 vHi&ft-C&S. £ 

ft£>VH, VL*ter54^-*«*£fc#TRT-PCR*tTV\ VH. VL£n-F 

-vf'^xrU-Sti:, VH, VL43fel±«lfe*tfll^*(«i.tf, Fab, scFv 

. 77-^5 F5475U-£f£KU *:h^£*»Bfc»*e»U a**)VH£fct± 

T-'JI/Zm^^y^tLXm^titzVHttziiVLia-^tl^i^t. 7r-v 
rtK7r-y'S h*tn-K$itTV^iOTDNA>'-?xyxM^t 5 dirt J: 0. K 

arcs*. 

[0055] 

ixmmm mm. ±mm. mm. th^aofliyawaK)*:"^ 
mmmi. m-m^^y^-kmx^htz^mi^^^-k 

*tett*W«i, 4fctt*«tt*KWT**F (ab')2,Fab. 

Fv(scFv).VH.VL, fSItt & d t fl^Tflg 

itau-cis^ifcttr s y»^Lt*s-&s*t— oo^y^r^ Fist ixmitt*- 
9 ?-m&ttz z t h^imxhi. 

[0056] 

**BH^as^tt^ y^fxmm^? ?~<»mm±. mm-t immmizmixmrn 
(07v*-?~mvm?Mfci L zmi%^itzMz£Wxmmmfr&tsz t x o . is 

-*-**>f»38F£#S8U ttSS-fSi 4fc« *B§«^£fS±«i: LTffl 

J^^afflrC***3WB«)A»&tt^ w*?*4 fc**>»j£ft£aK>a< 
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Y)\comi'hz<i-z>zttfX'Z&ztmt>nx^. 
mm^mixm^tih * y^m^Hmmww^z^-fiv^ v 

. §,<<7)i,7i-)^T^mz<oKmzmm.<7)T$;®. sugars /il ^i-n^ 
W?~ wzxmwm&tmmiix^b. 

1 B tftS^Sf»^^K7-f a- WttBSrE* 4 £ t lei >)W 

&zti^j^7^mzzti?frmixmmAthzth^®T$>i„ z.<n*k* 

w*M»HW*£fci=J: imk&tziiK**. ^iltttl'lttl 
mmtzttfx^h. 

t tMc^mznmm^^m^T^zm.t^tmmxhh. 

flLXi*. tX^y^68HeaUfct^^/ (OT, HisX6)W 

- s - h 5 x 5^^^f-*^a«a*^*w^* . Bins? /«> 

***** LTtt, «^^^^-tfi»t*AK^^^^«*^^8»^ 

®t ixm\w*&. mm^^y^^-^ m ^ 5 ' m ^J^ 
Tzm^ti^mco^^r^^-^hmmt^tizxmmm 

izftwmi vmsK-t 2. z t &x- * ft . 

3-F-fftfcKS-ffiiBU %M««^^i^{Sf-fc*^l». Z.<F>±->\Zv 

[< S> ] m&mzmuz*me>&®i&* y^^mmm^h z 1 1« 

ft »^W:fM7Vyf7-W«i:«^LMi 
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mm^rnm^ f * g m ? w izm t x m v ^ z t mmx-h & . 

[0063] 

miz&zzti>*!f&x'h&i. m®mMmmtx%MUzmzmzitx. ma 
mtz*k&zbi>*imx'$>&. 

[00643 
[0065] 

■^w^^m^^y^mm i^mmm (k, > «, o . i %T We e a 2 0 

#£TtfV \'7 7r -^frTT' 1 0 - 6 MiTFC* 9, <fc 9 L < ii 1 0 - 8 M J2TFT* & . 

±ie*ma3v vr . b s a& ^tumtcA^miin^fti^^v ^ ? w « 

KS'j-rsifcj&fsrsg-c**), mzio-sMmTxhiztxw&mcoTyti-ftTk i 
X+Mz®ifct&zbtfX'Z&. 

[00661 

■ mm*9y>vm. 

wot* mmnmm&m. «itr±iB«o0fcttNcoi/Nhe it=i 

mm* 3- Kae^)±«Etc«!*isH5io^^^Tf - k ****** - 1 i . ^ 

m&Mlzii. tx+i/yemk (Hi s x6) mm>-s-h7yx7i5 
— \£<?>7W1~*y&£®$:mXl. W&fyjWb-tlZktfTSl. ztiMi. Hi 
s ffatfte^ - >nvm<n<km* V-Y^y^j: bfoi. 9»|?-*& - i: ff%%lzX'% h 
. GST*^<#»£l±, 7iU?i-$y£*7TU-xW<,zt§.mzmfeitltzl}yMz£i9 

mm-hztmmx'hh, 

[0067] 
[0068] 

Cftfc^&flfcfittt. &tf**l&«>KrM-. WitfFab. (Fab')2, Fd,V 
[0069] 

*3MH^|if^tt^^V|fOifiLV^»«l« (K D ) tt. 0.1%Tween20# 
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fi-c* ~> x i A^oiR***?* fcv^ t §*ffiffl#w«titt:ti i vc«S fo . 

[0070] 

-H)>(c|E»WftCi:*WCJbO. Htl 0- 3 MUlT-C'ftl>CfcT1i^-fbffl«r>-^-^ 
7 k LT-WHtflMB-rS - k * . 
[0071] 

x'h&zttfxmtiw mimnmzr&ttbz&tmii* mm<oztz<?> 
i o o /*m*w«tt^Ki-*i kizz. v)^zi%bitkmmtftmuixm i< . 

ffi&T » X&V7 x £ k tfftt t v\ 

[0072] 

m&mmnmtb ix\t. m bb«#^ki« 
®^tc{tmrMmmfrbmimmiz\btfx>$i. nhntM^tsmmii. m. 
Tf-toffl* ix¥m<7)£cr)m&tmzm i.m^xh*^. 

[0073] 

iz&&mmztitz h<nx-h *) s *%0jco«3t*$:^« l 3 h hcox'hh.m^tc&tt'X. 
mwi><?>hmm*s&x'hh. *mizm^hmcom&. ^m^mmmm^to 
&i><Dx°hw^%hmx'i>£<. m, &mmm. m*m#. ^mm^ a 

yxm -t^S^X, ^m^=F. GffiVrFF. 7yX^?frhW,ftlhmiXfrlW± 
[0074] 

XfUy, o-^f;Wfl/X, m-^f;Wfl/>' > p-^f^tvy, 2. 4-x 
^f-zWX^y. p-n-T'f^fVy. p-tert-/fWfl/y, p-n-^ 
^f^Xf-Vy, p-n-^-^f-^Xf-U-y, p-n-y'-/Wfl'X p-n-r^ 

xfi/y, p-n-Hfy^WX p-^h^i/xf-^y, p-7i-*xfv^ 
kcox-fi^yM^tt^/v-. .x-w^uw-k x^r^y^-K n-rot° 

^T^ijl^-K i so-rntr/WT^yu-K n -7^/1/7? yp-K iso-7" 

j/^T^yV-K 2 -Xf-rt^ i>7t/7? 'J U-K n-^f^7?'J!/-h> n- 

*^7i-MW;'JU-h, i/XfvW7*X7x-hXf-/P7?yi'-K 
^7*^7x-hxf;WJW-b, 2-<yvM/l^*i'Xf-^T?yi'-h&i:tf> 

r^u/m^ttt^-?-. .xf-zi^^yi'-K x*;kx*?yw-K n-roe 



(18) 



m W2005-312446 (P2005-312446A) 



)M?7VU-h. i so-Tnt7k*?;?Li^-K xv-~f&)V^99 x )V- K is 
o-7>/M77 1 Jl'-K tert-T'f/W^^'Jlz-h. n-7S/M:?7 >J 
K n-M^/M^yi^-K 2-x^;t^r^;U7 7?y b-K n-:+??-;M 
^ ^ U l— h , n-yx/M^y^-K i^'x^/l^ tX7x- l-xf7kX:?7 U 
h , ^'7f-^7 *X7x-b XfvM 7 7 U U- h & i:"<7)7 ? ? U ^ll^tt* 7 V- , 

B»t*x;k 3cJ&#i8h-;k ^t'x;U&fcV)t-/px7r^SL t*x;M 
f-/Px-7Vk fx/px-f^x—r^k t*x/K y 7 J f-;l^x-x;l^^)h'-;i/X-r;Hi 
, h-/Mf;^hy, t~;t^vJfy/U7-h7. h'-;W V ro tvi-t h yf ^h'^*- 

[00753 

m<?>%i±m; t >\s zmw-fy. m&s. 1**94 k 7x7^, Nb 

TaS^gM^ W0 3 . I n 2 0 3 , M0O3, V 2 0 6 , SnO,, «a£HMHfc ; 

tKDdr^TA^^ h, y ym^ju^j^ym^mmm 75 

DVOiliGaAs, GaP, ZnS, CdS. CdSe. V^mfMb^M, 
[0076] 

^tfl^WWi, dfJxf-uyrU7^u-h (PET) , y7tf-h> MJ-fef- 
K -fenny, -fe/ka-r #»J K xKll-f 5 K, jKU b'x/k^a?-* h\ # 

T/k£fc'<7)7*7.X-f y7j& 1 £>&&7<f/kA, #y t*x/k?P7-f H, ^yt'x;WT;W3- 
;k Tfe^Hr^n-x, ?|fy;&-#*-K Wny, tfyyub*uy s ^yxf-i^y 

v*. 

[0077] 

C7t h'J ^x v fy/, -9-7H777h^^ai:iil$^^/J^^* 

(id . ^v>ii-e^<o<?)afflfc^«, e^sKAsitsfi/stco, pdms (#y 

ifX+A&a*?ry) ^PMMA (^V^^99VU-h) „ PET (sKUXf-UV 
Tk77k-N) PC (#'J M PS (^yxf-1^7) V^GfiAtA^Sffi 

£«fc 0IS$^^J«^*-/U (fL) , ^-^y7-7f-A-7, #-#y^y*-y. 
yy-isyyjT^ymwiZtibnmiicfc. rmi-. ii—Kv. 7v-v>. z n 
omt-^h^j^iA^i]-, sio 2 , r^sy^y^-K ^«ffi^7oyy^- 

K Ti0 2 . Sn0 2l Ta,0 8 «*»feSr*J«yjK-^i«. &t*E/y*« 
Sfk IK. M. e^OfSft^, K 7i5n. ^-?7^ h s ijyi ■ 

^19 A K hf*ltt», Tfr%-^W)*y&kWWf*Kk 

mimtu^^>mm-fjmm. x-yx7n$-mm. 7>v^i-9*-m 
jttk ^^y-fjvA^-mmi^h-h-hK z.tit>m%.zti&mxiifr\ 
&tz. xmnma** £ izmmm txm« »mz> z t mmx-h & . 

*%mtefrfr&&m&&9 y;*7mmmmntn&-&&$:ttMifzmf8.zm^x. m 
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L£$«<ofiWft«£*f LT £4 fcfct* £ «rtHWWt*ttan I X , i tiSr S v > 

mGtzm^iwmt Lxmmm<ommz^xtmth^mmx%?>. ssk. 
x^xmmvit&^ft? >wKt vm&tmiti z 1 s . 

[0078] 

#^tt;?^^M^S6««kffilSWkW^a!«k UTfiJffl-rSft^S: 

[00793 

~mztfyzmM±minzmm±mm^t££mmTX'#7mfrhAm 

[0080] 

rj»K£»(K D ) j k»±s rjDPHBSLK(kd) j «* ^S«(ka) j ffiTflftLT 

aHWWCtJV^tt, ffljaiSfftftBi aco re200 0 

|Bfli36»fe)iWL,T»fe. 
[0081] 

(a) iJEffijS^S^tt^w^^^trS-WK^-fyt, #5£<oft*fc*«-£*££ 

(b) iiecO^-WK^^ykS-^F^^^Jnx.T. JB-WbOt-f ^ka-^ft^lfc 

[0082] 

% m~-mme) yco^< t h i ^M-m&'&w wv«tt« - k # 
&mx$h. % — mmvtJycomfmM^&'Smt&vt'SyxmiL 

[0083] 

BSC ffiSS— ISEK 7 ) A y^mmtitz^K b t 2«#H-jK'J ^rf - K«+ 
( ! ) ^-^F^^>'kmz^H^^^A > '-*^y^^^^^'-'^ l ' ,l|> *^'' 
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(4) t&E^M-fyfcffTOW y*»-JjU:«)7Sy»*^L"CIS^S<irv^*aiJS 
( 5 ) 85-0 M 4 y JSZ0 M 4 y *^-C*4JB-<0!KU *W - 8Htf> H 

(6) m~cr)Y*4>tW>~<nY*Ay*&LX*tchm-<nXV^yi-Ymt. 

(7) m-^F^^ytmz^K^-fy^^T'^i.m-^y^r^h'Mfc, *-<ok 

(8) il«fc<tfc»-tf)H^-f Vk%-<F>Y*A y, atflSEWM-fy*^ - ?**- 

(9) ^&<ttfl-wM4yfc3t:<oh'*-<f y. w.me>YX4y*$sA,X'tc&—o<r> 

(10) jOTfcOM-f y*^T«:6— ^Osl*U^rf-FiW»4)*6aWt. 
[00843 

■mi^m&ty^m 

&$£izm%.&?y^?mmimmk ix^y^mi. ^<th~m±.^T^ ; 
) 3. 4*, *#Ma^^A7iii ^<tt> 

awstewu tt>a:«tfi«Rraa»« (vl) i^tiaMnnesM <vh> 
m 4 yt, (kt, aw**) ^m-i^mmu 
t i> v h t fctt v Lo-gR&^tfmz^ H * 4 y * 1 o£ Wi <r fc a*c* s . ( 

JSIT. AfclS^tSVH, VL£VH (G) , VL (G) . SWfoKttS^tSVH. V 
L£VH (T) . VL (T) tt&. ) 

mmm^mm (vh), fit*B««nssi« (vdh i»i!BLfcj:ata«cSis& 
««ffl««tw. stfWMnnMWi (vh> , mtmmmiy 

w&l. ^mz^Ltzmmmm^ix^h. *fc, nevxflwi (vHituvL 

) tt, fil*^^«^t(u!S^^Sr^-rSfflaW^^ (complementar 
ity determining r e g i o n : CDR) tmitlhUft*^ hZ. t 

iMbKx^b. ffiecDRji, vH4«iVLt^a^tL3oj>o. tmmzm&n 
>j>%^T$mmflX't>h7u-j*7—?M®££ vttmzuxmmti. *t&k%i& 

[00853 

5"t?*tf«bNMafcL JJEK-^KJt-fykJJBJICliOH-X-f >T&»4>»ftS*u Hit 
*0)V&Sfl&®&n?t. Zwm&b^MtlXtt. VH (G) -VH (T) . VH (G 
) -VL (T) v VL (G) -VH (T) , VL (G) -VL (T) t^tzf&^b^ 

wwfbtib. znmxit. Att6tt*£*w»i, %-<r>Y*Ayk%-<r>Y*4 
y^mmm^m^ummm- 1 zt%<. w.-<n m -r y*%. ffizco k * 4 y#nw 
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WK&V*<?>mS8&£.tS^X£'0nt UW&X'hh. S-«H^^ ybW,ZJ»Y*A 
yfimWilx%££ZtiizinV'<.T^mnm&.. ybWifnYtA y£W& 

JMPhtzhVyft—telTMl 0 »T S J Wrhtth t> <nxhh Z b tmt U\ X 

mi5X'fcht®%. w,-(r>Yx4yt%z.<?>Yx4 y\mmzi.hmmifi , > i i<. »wbh 
xiyummmm-smtii (scFv-fc) ltl ;wh/vlw 

s Mr* 4 - 1 « h z t im htix v ^ . l < ttsz«o f* 4 

zac»fit*Sfc*t o . *mm<?>&&%f&fcmmm:x ww* fco y* w ymx 
•fhzt um<nft&*^mz^i\^m^i%^&&te&^x^mx'foz>. 

[0086] 
[0087] 

flitf, 02 a«lt*ti 3 CI&-C0 -f y#VH ( G ) «-C0 

H^^f y\m-<Ti Y * A y b F v £ Jg£ U§* V L t'$> & £ fc AW* I < . X *) # 4 1 < 

[0088] 

i CO J; o fcjff-tf) h * A vlfWEjn Y X A ytf F v ZbizXK). WiitflK J; 

^y^m-«h"^^^ta^ux^#spe^^*i.dk^j: 9. ncttett (mar 

[0089] 

u^rf-K^kL-c^tTi, ^LT&s^i^r^Firc^-tkJ:^ <m«r, 
0 2 b coma x 0 \,z#=0> YX4y-m-e>YX4y- mzco y* a y . $atf 
?—y>y y &tixm&#fmztii x o m'&zm&mfct&z t a*?* s . > 

<r>Y*4Vt Mm- <D Y*4V»b%h#» ^71- Ffg i; IfSZcO F > k BulBJflZcO 
[0090] 

fc V H * fctt V L co-ffl#> =5r & S£0<O F ^ 4 y £ ^vMSfftfrC* r> T A V \ »H« I* 

yu, m&-0>Yx4yt b uzmmmzmhmiku&mi&mzmm-hz 

btfMtU\ mU£. 04a<D«KBIt^tJ:d{c. SLL^H^-OTfi^VLtftSW^ 
, HE30F-X>f y\m~c?>Y*4 ybF v&B&in&VHX'hZZbfffttLK, i. 0 

l < {^nco f/ >f y b mm<o y*a y^mmmm^n^h^um^Lx 

ay^EHcOF^-fy^aMU^y^rf-FMSr^LTiiV^ »tc, 04bcO 
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tm—wxj yfr^&xv^ri- mtm-^^A vtmsmnvx* yfrt>% 
&xv^T^vm^%hfe&fc?foh. mz<D\ i *'(yt%m<?)\ t *'( y*> 

bB&Zill F v ifcli F v ttKgfMc i 0 SW« Sr36£ L . HEW* U mi 
[0091] 

i - *&*S£tt* y; v mm-Ewfmm^ y * a y 1 1 1 (dftstt « 1 1 1> £ k # 
^r^- h«pc* o"ct>» 07 tfom^iatwiKi- x o izm&tix%& # u mxh -> 

l/Cfci^U H7<OJ:dfc-BLh«>r Uy*-t^Ura«(L"CfcJ:^ 
. yy#-*aRjefcovvcii, miEi:isi«tr5yKA^^i.uy*-iiiJ 1 jSior 
5 fcstflffiU*. J:0*f4L<liinM5T**. 
[00923 

#£}iML&i:ts£U %z.<ny-M y tmmv*j ytm^mm^i^m^M 
mmz&£x-$h£?mmx$&£?mfcZixhi>cox'hi. znmz. m&vy 
x-ZFtj ymzmi&ztm±n\ tutu* m-xxm-wju y®. »=a 
txmra^ m -r y rati i Jbs 5 r s /ire* o . %zmf%e&t s /»<o m a y®u 

1 575 HtidiflWfcaJV^, *4yt%-<F>Y* 4 

y, %E.<7) M y kmHco K*-f y***i-Wi/55ttri: fc A^#i. 4 i k ^rffi-cfti . 

[00933 

zti^-*mtv^?i-YWzmh&Y*4y<Dmu. ±tiz\t*-yv htm- 
ais^tt. RV^m^fefy^mmzzim. mmmmz&txmm^tx 
m&thztmmx'hh. 

[00943 

iOh'^^yli. Mitt. 1BSSI>I#^: 5 7<#<%Wr< 1 fc-O«0 

ittsW&WX'h ->X i> mS&Z^t t CO tJMitt M *> RUSK: < *WW)4tt* 
: 7 5JM?« : 7 7C*1\ 

[00953 

LX^&ZttfM&l^K Hfctt, S»"t: 5 8JbSI2?'J#-f : 77^+*^^-^K 
[00963 

-t^mm^mmi^ts. xmnms&fywnm&io 

lfm-E.cn H> 4 y * 3- F-T48»<«Wff!*Kai#* : 9 8^SE?ijS^ : 1 1 6 to 
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[00973 

S*ffi«fPfc:a»atf i t J: o , ntn-a^flBKts c: k § . "V ?-fi§f£^ StR 
/\^-TS<lktJ:0'S-^#S:/J^<-rsc:k^-C'#l»::k*^tL-CV^. B 

[00983 

*«HHtf>&JS£tt«£* ^7K3- H-r mmco 5 ■ wit ^^l^rf- h -c* s 

P e 1 Btcft^$ni»^*K»]^^^^^H?r3-F1-?»SKSrge-ri>ik^ct0 
#y^7f-FSW5"*«C|i3«fcLTpe l B£3-F , *6«MHMH"&£4:fcJ:') 

« t/c , *ut u&# m -r * *> t < low Viwe^ lt ««s*ute#y ^ h 

SJB*/fcLT«:, t**5/>#6WBaLfctXf-$;>'*/ (J2TF. H i sX6) ^ 

jtvi^** s - h 7 7 x 5-*W/i^**^*£i^{S&k>W£ti& . mia 
*7<mxmb Lxn, wrmm^f-^mhmikftty^itzz-vti 

men 5 • i fctt 3 ' ^ 3 - KffcttWfrff A1-S^»HJMW»»^ 

[00993 

ttzttzommbzixv^y+mte. mm 
%<n9 ywmmmxmz. m±mmzmixmuz±m^^m^ 
mmm^f-zmmmi. m^m^y^^&y^^m^x, mmm 
m&&zti&. m^mmmzmttdimzhKmfy^mmmft 

[01003 

miu. mmmzMMbixm^mz. xmei&t&mnfy'VBz?- 
vi-mmns- mizp e 1 B^«stn.«5RBW^v^;^r^h'$r3-K-ri.^ 
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1 b & 3 - H-t s wmzwm i , fss^Mc^^sM-tc: t § . ^ o «t 

t -r fc * . 

[0101] 

«^^*^frie^{itt«s^^i:^s-r i. <: t * . #^n^^tt^t«^SrS 
*, um?r~i;yu£&tsvmm\^m\z^tmmmx^®ikUzmz. % 

-tw a yrmizx <o , mam&kmmmmiff ozt wx-% t. oyt-fr 
T<y?imbix\t, mmnmfrbmm^&ztiy-simx'&z. mmzn, 
mmm&km&ziBm* yjvmtxmhztmmx'hi. 

[0102] 

Mm'mz&xfr^w.i!rfcz$&zti>mx't>z> u mmmmmmixmi 
tzmzm-^x , rn&Mt zitzzt ^mx% & . 

[0103] 
[0104] 

*HHg<^»^tt1S^^^«WffiLU»«a8ft (K D ) (i. 0. lXTween 

2 0#fffW<» 7 rHftttTT 1 0 " 6 MiiTPCifr 0 . J: ■)#* L< li 1 0 -• MOT?* 
4. JJBMHcisvvt, BSA^iilhlSfl^^msw^W^^t^ix^^yA" 

K„**l o-«MJaTT*iitf, ±IE<0«fc dft^MM*ttltt^^>'^^*«)®taW»t+ 
#fcKBiJ-f & £ i: a^HT* 0 . JEfe l 0 " 8 MOT?* Sit THJ&ftfli0>7>';& 

[0105] 

*mmn&zi?mm®mzMLx%iizmzijt$>^£ o ttwzmmwm ( v h 

) „ tteimmmm® (VL) HHW-*#i£<Wi:oi:LT. WEVHifcttV 

Lmm=F7-<! yyv-zmiL, ztit>&?ywgtLxmmmzmiz-£x. *«o» 

fetf*?**. Witf, th^m«^mRNA£MiU cDNA££ 
JfcT*. hhVH, VLS-n-HtSffi^J^ro-^LT, tNVH££«:VL 
<0cDUA5475V-Hm+&. mta. hhVH77$U- (VH1BM7) £7 
r S U -ttfcKBE < UNttS ^fc* s "C^2>7*7-< v-^t h v L £it41T"# 1 7 y A v- 
tt^iO-C**. iftfcVH. VLttfcT?^ V-Srffl^i5-ttT RT- P C R£fi^, V 
H, VLS:3-HLjta&F-*K»i-*. 7 T-^T^7V-££fflV^i<b t 
TOfiT**. 7T-J''T<f.X7V-£{i, VH, VL4fcl±-e*ife#tf«^*(Witf» 
Fab. scFv) *3-HUfcJte^5-f7*5U-*7r-> f j«ft^W«^&3-h*L 
U 7r-x$ W75'J-£#glU ^ftf>£*)i§»«MKSU 
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M(D77 -^m^x. ismt i x &t mmmzm zmzmz x o asw- i» 

[0106] 

wwi, £ttz\mmmizxmiitzmm^mnmz&&?mMmw.i. 

±IB t |h! try A ~7-£m l , V H £ fctt V LnmmiSdfT 5 Sffiffl s 

mtdimm^mm^. zMzmmfrz®®LtzmzT$;m,mm 
temH^K^^ y**ffic*ifiB^^B^tt^^^«*«^* w yx-h~>xi»^ 

" ^J^LT. ft«l*VH*fcJiVL<O^Kfl*fflVvt. *»^tt«^ 
[0108] 

ftg^-yrmzx *)&^&?y>^%rmthmzm^M^ttWMt ix 

m^hmmmhztmth. zcommzmm-zzmfctLxu. fazmsn 
? y^rgcoms^m itzi><vffimx'% & . 

-m mmmmm^^mz^xmb^mmThmmmi^ 
m^z.bimmx-hh. mm. wwwwu #&#mt±#m&zM*tiz. 

I/H p 2, 4, 5-hy?nBm 2, 4-y?oD7x^mrShn- 
M*> ^^o/kfy, /T^a/k 1. 2-y7ot-3-^oW , D 

DT , riv-ty. TivYV>. xyb-uy, T-r^FU^ xyW7ry(^/x 

7^7n.^o7xy, hWsy. b'J7;k7'Jy. r;Wx/- 
,KK*R5-9) . yxjl,7x/-;K jr;f;^7x/-;K 4-*?Wxy 

7?;H?>''--n-7f-/k 7 ^I^'^aA^i^k 7*;H£S'*Xf-/k < a > 
fk>\ 2, 4-x'?nn7x/-/k 7yt7Sy-2-xf;K^y;K ^/7x 
;y 4-zhDHl/xy, ^?^onXfl/y, TArri*-?* 

y {9u)VT*y) . -?y*?° c?y^7) » *HJ7Vy. 
i^*HJ>\ xx7x^^wh, 7xy^i/-b,wf'jy. t'y^nV 
U>\ 5>*7\ y5A. 7*;HR5*<i'*>K 7*;l*5*v*5"K 7?/H^7-nt^ 
) ^At^ffefLS. 
[0110] 
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mmm^tti. mmi<i±. mm. ?yjwx. mm. mm^mmzti&mft 
. mil *imvx. tm. ts*, vt+s, j^tt>. u-trf. mm. ^ 
. m%mmzi>*mwttMmi-z>zttfX'$i. stti, mm ^mmi 

[0111] 

m^Kmmxmt^timm.^z^tmm&m&x-h'o. rasas (imejffs) . 
mm. mmm. 3-;t7;Bt«-?-*-t^«-7ih7uf^(AFP 
) , ffsi«wwKflffl^6ji«7^hoyirxc*o» mmmx-mmm^mm-tiz 

kiimZtl&Pl VK A- I I , ^S^^«tC?LS#PfilMT'^l>^fieT\ JKfS 
«ff?LS. S^-e^?L^W7-^-i^l.BCA2 2 5, tMfeWI. Hfci^' 

Kfflniftasfstcfias^fiSttiifiiegeTifeo, sums. m±um. mm. 
mm. rasas, mas. mm. mm. mmm. ±mm^-t-x-hh^m.y ^ v 
rnf^(BFP) , mm\M. nm\M. w&mim. mm-v-t-tzmm 
mx'hicAi 5-3. mm. mm, mm. m. ±mm. mmw-t-t-kh 
wmmx'hhCA\9-9. mm. ?ls. mm ■ mmm. mm. mmw-t-t* 
z>mmtmx'&icA7 2-4. mm (tciitws) . ttmm. mm 
. ip^wms. mm. mm. ^me>-?-ti-t%z®mtmx'hhcAi 2 5. ±& 
mmm. mm. mm. rasas. Bm-?-t-t%mmx'h2>cAi3o. m 
m wtzmmzmm) . ¥$stwam* mm^m^^-A-t^t^rm&m 
x-hhcA6Q2. mm (mzm&mmm) . fams. mmmw- 
*-fc**««EWiWK(Mrc'**cA54/6i (CA546) , ±mm. mm. i:s§ 
m. mm&. mm. mm. ?ls, mm. mms&nwssmnv-A-imt ixm 
ie. m&m^mzm&<mmKx^hmmi,mi%m (ceai . mm. mm. iff 
«as. mm. mm. ±w,mw-*-t%mmmx>hhDi)PAN-2. mmiz 

wt*iiw»*waiHMBi«r*o. mm. mgm. mmni-t-tz&xyx? 

— fefl, hhSm#coffi7K^ifa«+t«iaKt^S1-|»«Sat-J)D, BfcS. SjM, a 

its. »s. «s. ws. si^s. bs. ms, ±m. rasis. w&v>m<n 
(iap). ps. 101s. ?is. rasas. 
mmm. mm<7y?-t}-b%hmmmx'h&Ncc-sT-439. -m±mm^-A 

-fc55rS«gaflt"C*Sr— feSyroT'fv (r-Sm) . t Mf4ffibfi«*»tttaj§ 

ftgfitK (PSA) , IJldSi't^afS^KttpHTT'yj^KxxT^^^KJII-rSBiS 
ff±«^ll«-?-^-i:UTfflv^^HuA«tt7 ; }-X7T^— tf (PAP 

) . nmmmvmmmmmzmmiziF&tmmmx'h*). mm 

*S) , ttSSRMJS, IP/hftS. ASfrMMBlS, KB. WML ?LS« 

v-*-k=sr*i«aMix/5— « (nse) , ?^m¥±.mnsm&&frt>m 
■ nmztitzmmx'h*) . mm mm^i&m) . mm. mmm,. m 
m^-t-ttcm^mmmmm. (seem.) . mm. &mm. mm. ±mm 
. mmm. mm. $mm. =F-m<w-x-t%&mmimx'hh : s7Vj\sLe*- ist 
m (slx) . mm. Bm. mm. xf&mw-t- mm^iKx-h &sp 

an - K AiSS, ft«L ffli • SJffi. ffFffliaS. BIS- BS. §^S. TSS 

mmmwmt ixtmx'fo&mxv^yi-vx'h&mMxv^rfJ fkir (tpa) 
. sb*s. e#tt«s. is. ±ns. fl03i^s. mm. mmw-fi-tzmm 
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lzm)%m-?-*-Z'h&i'7 ; 7 (cytokeratin;CYFRA). S$*£ 

jfmtiism'mmmx'ht^r^ycr>2m ipg i • pg i i > «**sttSB'j 
k*t*o. tra* (^ffiffiB?a«) s +ztmm® (wtsa, mm) , yvuy* 

b*»(cWBWBi*k, SSfi^^tc-SffittSa (CRPK H*»****fcJ:D 

, «*T'-^bi-i.mttfflRegat-$)i.ifii«rsn-< hass <saa) . ±tc*iH» 

1MSjBfclFaEt64HF«* 17 5 0 Oco^ASST'* 0 , Stt'MKSHL ffl^ b o7 ^ 

~fc*(CK) (fM4^CK-MMl, B, ¥?M>EfefWCK-BBiL 

C K - M BSc?) 3 «tf)7^ VIM A&tf 5 h 3 y K U T • 7M Vif-f mg/n^J y 

fcflStefflCK (v?nCK) ) , «R»^)W^7/7^yh±Thn^-yi. Cfci: 

yA, f-^Wh'^yy, 8-OhdG, liW^J. 
[0112] 

Gtsm&Htzmb. SfW:K£*S£tt8£ ^y^RSrfl" UTILES tifcSWiftfi 

^s*±t^^itis^^y^^K^^tTiis$fi/iSW*«^ajw±. Hj*w»ib 

K^^tHWtk UTilWIW*«a*i6*^WC* & • - * 3 

mm. wmntummzwiti-zmtixte. muzm-sm^y^?® 
immm] 

[0113] 

xmnm<&. *mmm : mmi l z®t>®mztiz>i><ox'\*&\ 

[0114] 

t MRA*MIB U ymmF ab7^ 7'7 U -%m.t IX . VH 3- KSfc^ £ 
JJlTOpr ime r^ffifflLTPCR (*J&?A-f*, LA^f-y h) 

•back primers 
(IWW : 78) 

5 ' —TCGC AACTGCGGCCC AGCCGGCCATGGCCC AGGTGC A 
GCTGGTGCAGTCTGG — 3' 
(SWS^: 79) 

5 - -TCGC AACTGCGGCCC AGCCGG CCATGGC CC AGRTYC AG 
CTGGTGC AGTCTGG — 3 ' 
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mnm-. so) 

5 ' — TCGC AACTGCGGC CC AGC CGG CC ATGGC C C AGSTRC AG 
CTGCAGSAGTCRGG— 3' 

(mm i si ) 

S'— TCGC A ACT GCGGCCC AGC CGG CC ATGGC C S ARGTGC AG 
KTGGTGGAGTCTGG — 3' 
(IE»#: 82) 

5'— TCGC A ACT G CGGCC C AGC CGG CC ATGGC C CCAGTGTG A 
GGTGC AGCTGGTGG — 3 ' 
d&m^: 83) 

5'— TCGCAACTGCGGCCCAGCCGG CCATGGC CCAGGTGCAG 
CTACAGS AGTGGGG— 3' 
• f o rwa rd primers 
(mm*?: 84) 

5'— ATTCTCGACTGCTAGCTGAGGAGACGGTGACCAGGGT 
GCC-3' 
(WMm: 85) 

5 ' — ATTCTCGACTGCTAGCTGAAGAGACGGTGACC ATTGT 
CCC-3' 
(E5lJ##: 86) 

5'— ATTCTCGACTGCTAGCTGAGGAGACGGTGACCAGGGT 
TCC-3' 
(E9lJ*t: 87) 

5 ' — ATTCTC GACTGCT AGCTG AGGAG ACGGTG ACC GTGGT 
CCC-3' 

( 1 ) JtEFabS-WJ-MlfflfcU JbET?-f7-SfflWtPCRfc:J:*VH 
a-Ha&F^OflMI&ffa. PCR^fr:95-Cxl0min, (94 , CXlmin, 6 
0°CX2mi n, 7 2°CX2mi n) X35cyc I e , 7 2°Cx6mi n) . 
[0115] 

(2) ?y^?ffim<7?-bl,X, pLUCK (Biochem Biophys 
Res Comraun, 218, pp682, 1 996) «07/l/f?n--yW h 
£01 lt5ffiafc:<0J:d(C»fiU/sr5^5HpRA-XX*ffl3£tS. (Hind 
Illfco-arfc, 1 BSra-H-f|»^eiE?iJSriESL. «wc 

N c o I AVE c o R I <7)HC. Nhel/Sac II/S p e I aR(CtMXtttt&R 
W\ SacII/Spe I^BKHi sX6Sr3-H1-Sfi®a»l(S-iScttS. 4fc, T>K 

P i ucktmtuz. ) 

(3) ±iaPCR*ftS.tX±IE7'5XSH£Nco I/Nhe I ( ^flftlN e w En 

gland Biolabs) fcT*9t«flH6fc J: 9MR»*CJ:*flWr*fT'3 . 
±far^SHSJIi8B*«»f»j8[*, 400HR (77yt^xy^ 

) **. 

(4) »g«ti;0«tfcPCRSlfm^£rtJK^y;^ifdr-yh (SV Ge l 
and PCR Clean-up system: P r o m e g ait) £fSfflLTff 

( 5 ) iJEZOOBrfrfc, rf»T4 U tf* yMRochett) Sr^ft^O^ft 
^TW^L7>fy-^3y£ffe. ^ 2afc^VH3-F3tfcm*A?*-£l§i> 

(6) 7>fy-^3>'li^Srffl^"CXl/^ha^->'3ytiS^lffiDSl 2Sttc?) 

(7) ifl^T5X$K#$WiJ#«!U ^m^jS^xu^hD^U-^gyt 



(29) 



#112005-312446 (P2005-312446A) 



t±i«bl2i (de3) mmmr^w mmmzLBtm&7oouLmniK 

mz » 3 7 °CtT -BtBIKf i£it Lfe . 6 0 0 0 r p mt' 5 #B3t'fr Lfcttfc , 

±»6 5 0/iLfclBKUS. 

(8) »9»l»t««i#fcWL, LB/Amp. 3 7XJCT-* 
IfSLfe. ^WS*, *»Wfc*5J:*5x 1 0 5 ^o-y2r#tfet*VH7-<7'5U-Sr 

fife. 

(9) JWC, JJB1 0 3 fgft^7P-r3ft*^ffi&£l 0 0 0«*>:m--*aMRU 
mcOJMX^y^mm^mWmh, #3n^-HB/am P . 3mL« 

2 8XJfcT6«IB«a»»^. IPTGfcftSRKlmMfcfc*. 

( 1 0) ffiWt, ( 1 0, 500rpmX5min)£<kD. t§*Hfl\ liiESftB 

tfiMtfe. 

(11) &6ftfc«*B#£*+THHPLfc***f-?7*iS (0. 5MX?n-x > 1 

M Tris-HCl (pH8. 0), 0. 5 mME DTA ) 2 0 0^ L^rJPi.. S)St 
, *4>T1 0#[a»**&. afc, ^Lfe«a**lmLSrJPX. ^ClSffW 
ft. j|*(6000rpmX30min) Ufcft, ±»£3i#rA'-y ? (MWCOl 0, 0 
00) tCXfl. JWB&Tr i s + 0. 1% Twe e n 2 OjffiK ( 2 OmM Tris. 
5 0 OmM NaC 1 ) t LX. 6l«IHSfcmi*SSIL$r#S» 1 8BtfHi§#f$:tTd . 
[0116] 

±iexsTi#4>nfeg^rt?g^^^ttffiftaM^M« <vh> <dx? y--y/<o 
f-yr^fc Lfe. 
[0117] 

mmm2 (±m^mmm^m <vh> <ox^u--y^) 
4tfs^ttts«eaan>nsaiiw (vH)<r>z?v--ym£Mk ix, &m o 

Onm) Lfe9 6^^^^-7V-h*ffl«Lfe. XttP! 1 T1# Mlfc 1 0 0 
/WB«2 5 0jtiL*#we 1 lfc#aU HSflBK^JWCfffltt*. ±»*«SU 7*V 
-b£»lU «^*^JiT10IPP*, *#WKK. ifefrIgfcU\ Tr i s + 
0. l%Tween20 200^U#wel 1 iZtUl. 1 OflflBWfcWcWtU £ 
<0f^R*3IUa*Jjgt. HRPitAttHisftfK-fythnS/'xVlt) $-1:1000 
OT'Tris + 0. l%Tween20«t«Lfc»li 200//L£#wel 

PS»*}j;^ f l6fetJfc J 5:6Detect Reagentl&tf2 (TVy^r^xy 

xa> #ioo^L-fo^#we i ncaau i^ra^*<?s®tft. 

[0118] 

±M\,Zim^m^m>htltzl5-*ryr)V<r)?U--*, LB/am P . 1. 5 
mLCtii^', 3 7°Ct-C-%Jgat§*^ff ^ . *l*>ftfeB**»S> S V MiniPr 
e P DNA purification systera(7'o^tt) ^t. 75 
XSFJSItS. IMiXnhtltzl 7o<0VLS^7r-^'S WDN Al£5iJ£OT<D 
^CTE9"J*9i^tS. y-nwffi7-7^-[i fOT^y-*-OVH3-b'Si 
e?±SSCffitt& P e 1 BffiflSUfcSjrr*. y-nyxffl«P rime rJiWTtf) 

pe 1 B-bac k 

(ffi^JS^: 88) 5'-ccgct ggatt gttat tactc gc-3* 
±Igpr ime r£ffiff?U ^#^<7)v-j7xy^RlE^'y hbfU&BB&fcX. 0 B 

i gDye-PCRRlB^ff-ofe. ^49 6^x 3m i n- ( 9 4'CX 1 m i 

n^5 0*CXlnii n-*6 8*CX4mi n) X30cyc 1 efcfft. X? J-)V 
^^J:OffiS?UfeffiSPCR«*x-^xy^- (ABitti{37 7) CJ:0«SI2 
?iJ£$5gLfe„ SJflM-: 5 87bSK£I#f- : 74<0#EH*#fc. 

[0119] 
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•back primer 
(fflWf-: 89) 

5 ' — TC GC A ACTGCGGC CC AGC CGG CC ATGGC C GMC AT YC A 
GWTGACCC AGTCTCC-3' 
(Wm^: 90) 

5 '-TCGC A ACTGCGGC CC AGC CGG CC ATGGC C GATRTTGTG 
ATGACYCAGWCTCC-3' 
(BMW: 91) 

5 ' —TCGCAACTGCGGCCC AGC CGG CC ATGGC CGAAATTGTG 
WTGACGC AGTCTCC-3' 
<K*I#*: 92) 

5 '-TCGCAACTGCGGCCC AGC CGG CCATGGC CG AC ATCGWG 
HTGACCC AGTCTCC-3' 
•forward primer 
<!H»f: 93) 

5 ' — TTCTCGAC TTGCGGCCGC ACGTTTGATTTCC AC CTT G 
GTCCC-3' 
(tinm: 94) 

5 ' -TTC TCGAC TTGCGGCCGC AC GTTTGATCTCC AGC TTGG 
TCCC-3' 

imnm- 95) 

5' — TTC TCGAC TTGCGGCCGC AC GTTTGATATCC AC TTT G 
GTCCC-3' 
{Wm&: 96) 

5 '-TTCTCGAC TTGCGGCCGC AC GTTTGATCTCC AC CTT G 
GTCCC-3' 

{mm*-. 97) 

5' - TTC TCGAC TTGCGGCCGC AC GTTT A ATCTCCAGTCG T 
GTCCC-3' 

4fc, H»Jl^ (2) (ci3{fl.^yA^^ffl7-7^5H^S^«-t§^c. Nc 
ol/Sa c IlffltfDN hel^Notl fc3aEUfcJEW44B»fc 5 
, fljivfe. S6fc. K3t«l<0 (11) «XgHTB#W#^^fcVL^w^ji$fi*iMSr 
. ^£f^f^gpsra3S8 (vl) «x?'j-^ywy7/^Lt. 

[0120] 

7*>#EW£f*jfc. 

[0121] 

J2lT> »fiMl^bh*fiilL«Fabjif5^7^^y-j:0, 7r-v5KfBHL 
[0122] 

(1) VLHSffi7r-^5F 
h h«A*ft'ltB 'J ^«i*F ab7^ 7*5 U-^MSt Lt\ 7*54 LTH 
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3ji=VL^W^*«&S*VT5W*n6J:5tft«S*ifcVLSKS7T-i''SH ( 
HI 2b) 05-f7*9U*tt»f6. (Biochem Biophys Res Co 
mmun. 1 996, 218, pp682) 

( 2 ) V L»ffrft*7 T-VJ'i 7*7 U 

1 ) ffi«$K«l 

±I2VL3-KiB&?54 7'5y- (350ng/juL) 1 ^ L£*Hf]'DH 1 2 S 
4 0juUCXP?hns^-i'ay (ffiWtE: 1. 5 K V\ fifit : 1 8 6 Q§« : 5 0 

*. 

2) tm 

( i ) WWBitW>DH12SjSafcLBl»6800juL»i.. 3 7*CtT Iffl- 1SS 
igU ( 1 4 0 r p m ) -f S . 

(ii) ±iE«Ht»&2 0mL LB*S*+*SMETye^y ^ 1 0 Oju g/mL (LB/ 
amp. )£**., 3 7°C(=T3-4Wg^-r§. 

(iii) s\)V)-<~7T- : JX'hhM 1 3K07 4 O/zLfcJq*. JEfc HSffl. lOOr 

(iv) 5 0mg/mL *^"7>f x 5 O^g/mLfcWi dJdBit, 
3 7-CfcT£a«* (lOOrpm)ma. 

3) VL^7r-^7^77U-01I|lR 

( i ) ±Ki§*?St2 0%P EG/5 0 OmMNaC 1 £ 5mLji]i.. *tftlB§TO± 
iScB't'S. 

(ii) ftb (6 5 00 r P raX35M) fcT. ±»£T*fcK9fo< . 

(iii) «^PBSA".y7r-5 0 0//LT'"g?St, VLi*^7r-> ? jSfflE2r1tS. 

4) VL«^7 7-^*54 75 y-WiM^-lWl 

(i) JM109/'Jtn-;Wh7^ 1 OjuLfcLBfcJnx.. 3 7*Cfcr*Cfiat*S§H- 
*. 

( i i ) ±IB3 ) X-m&LtzV L^7 T-iZm* L Bfciftfc «k O^J*««»S:*fiit 

So 

(iii) ODeoo^-0. 5k*->fc (a) «««7 5 0juHC^ (xl 0- 6 -l 0->« 

)«I10/iLl:ii, 3 7x;ttmiii«aKf*t6. 

(iv) ®t(6000rprax5mi n) £ffV\ t£$t±«7 0 0 /z L£r(fc< . 

(v) 8ofct|^»fc^£t^T^/KTS8SU LB/amp. 7V-hfc» 

K 3 7-ctr-ift»sts. 

( vi ) an--4«l 0 0OTi:=5rl.^jSS71.-h±t±t^3n^-&^'>y h t 
[01233 

#A>^cVLS*7T-^7^77^f UHSS: 5XlO'cfnAL ( 3 ) &8t 
±E#SUc7r-^7^77U-?iMi:^TOi L (l. 5jum* : 7)VYV -yf-ttSl 

[0124] 

( i ) ( 1 . 5mL) fc±E7T-5«a (JSK+<0^7r->* 

W<1010cfuk«i) CStLT, !EiMfii(50mg/PBSlmL) 
10/xU JEfcPBS + O. l%Tween20 (PBST) ££ft#l 0 0 0// Lfc4 

( ii ) iJEIt^RJBSatSfflCTK^jWciaKS-Wr* 1 ^ 3 OtflSJftftLfc. 
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(iii)JJE(ii) £i&&<10, 000r P mx5min) IX. 8fflLJb»*T*fc:&E 

( i ) ±iax.y^y^i-7'4'^aS : ftPBST500^L^jDi., £S(CT***» 

3 1 O^MSfiifH-S. 

(Il)iW>(10. OOOr P mX5mi n) U ^Jb»*T*fclBW-*. 
(iii) JJB ( i ) ZM^ (n) & 1 OEMftOSg-f. 
3 ) K*gajfcB88ajffl#«>* 4 *-mm 

3 ) - 1 K?t aj 

( i ) jfefrftfOAtaa^fcttLT. O. 2MGly-HCI (pH2. 2) 1 1 5/zLJn 

(ii) &b ( 1 0, 000rpmx5min)fC» ±»^BE»aiB*fc LTHUR-fS. 

(iii) EJRUfc^SaJB^SrlMTr i s-HC 1 1 5uL£Mz.. 4>STtl>. 

(iv) 4>sia^K»ajaiAtL*^i*RL, w^hbhi 
3) -2 t^f-wm 

(2) -3) . 4) fcHHKcLT. :M*HMK&*t^ IUT*>J: 3 

l^VF : 9. 8X1 O 2 cfu 

27^>F : 1 . Ox 1 O 3 cfu 

3=>*JVY : 7. 8X 1 02 cfu 

47*7VY: 1. 3X10 3 cfu 

5=j*7yY : 1 . 1 x 1 0" cfu 

IS* U* i k J: 0 7 r - 5*tflMIS-frT , tf^-^/ffl^ 7 r - s^fiKtflW 6 

( i ) W!i^&V'7r-> ;: iMliffl^»aJM10 9^LBt§iffi2 0mLt-'3 7°CtTS 
gig* (140r P m) t*. 

(ii) OD 600 = O. 3-0. 5b%*>t: (a) 0tfjMiHHK£INa 3 ) 
JBiK* Jni . 3 7 iCfc* 1 mmm&m ( l 4 O r p m ) 3 . 

(iii) 1 0 0 ju g/mLCM ± 3 ^T>f^ U VS-JDi. . 3 7°C 
tT2^|ijff^0. 

(iv) ^A-7r-y'M13K07 4 O/zLfciR!*., jg*£3$S£ 1 0 0 r p mliZ&b 

(v) fewtm^OMs/muzzixoiztii-vi =/>ztoi. ma&m&3TCizx 

(vi) (2) -3) , 4) tmm<Dmmz£*)imm*coyT- : J£®w.i. 7r- 

l^Vh': 2. 4X10 9 cfu 
277^H : 8. 1 x 1 0 8 cfu 
37»7>H: 1. 8X10 9 cfu 
Av^VY: 1. 1X10 11 cfu 
(iv) 7r-y'ELI SA 
1) BLISAffl6£*£fi«>ft* 

«)BtW2l:HttflB» OOnm) £fHfc9 65**4 ^-7V- h (BDft, 

^y^f-py) fcfljwt. 7r-y'EL I SAmcomfct-tl. 
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2) VLffi^7T-> ? #^n-y|fflfi 

buib (3) - 4) cD57^yv®<7)?4 f-mmx-vixio^miyis-hMzmi 

( i ) #30--£LB/amp. 2 OmLt'3 7 *C 

(H) A v , W <_ 7T -5/*M13K07 40//L£iP;U «BSHt* 1 0 0 r prntSfi: 

Lt 3 i B^rsj^r^sr -5 . 

(iii) mg.tf50ug/rnUZ%ZiolZtii-^i/>$Mt. «aJS*£3 

(iv> (2) - 3) . 4) tm<mmz£*)m±m*e>7T-i;i®wi. 7r-v 

No. 1 : 3. 8X10 3 cf u 
No. 2 : 9. 0X10 8 cf u 
No. 3:2. 4X1 O 9 cfu 
No. 4:1. 0X1 0 9 cfu 
No. 5:9. 7X1 0? cfu 
No. 6:4. 4X1 0 8 cfu 
No. 7:6. 2X1 0 9 cfu 
No. 8 : 8. 9X 1 0 7 cfu 
No. 9 : 1 . 4X 1 0 9 cfu 
No. 1 0 : 1 . 1 X 1 O 10 cfu 
No. 1 1 : 4. 9X 1 0 9 cfu 

2) yr-mmm 

1 ) T'fW^7r-« 9 * 10'cfu frfcJRK 1 / 1 0 t%hi. 

o tcWRJIWIfe* 2 0 0 ju L fcWTWfiJfcT'fEK't* . 

x _^_y a ,^^ 7 7?- (PI ERCEtt) : 2 0/iL 
0. 5%Twe e n20/PBS : x/5^L 
PBS : 1 80- (6x/5 ) 

3) ELI SA 

( i ) M»:M ^-7-l^-M^J#S?t^VLffi*7r-^mSr^^8 0^L 
7r ->?jg^SrlX0^^, &we I ItPBST 9 0juLfc#&LT10#ISH* 

(iii) HRP-Ant i MH^y/nT'-Jy/SBB/PBS (1/10 00 : 

(iv) JJE^AZ/O^yyita^lilltlHW*. <W=. PBST 90/iL/we 1 

i^ttU lOMStfU 3 BMOSr. 

(v) detection reagent 1. 2(Amasham BIOSIEN 
CE) ^35^L/we 1 If^SU 1 *IB«H»3&»t=«#U***4»RJ6&** . 

(vi) /-JWJHSIKfcWeW;. f6*3fiffi«OiSV^No. 1, No. 2. No. 3 

[ Sa4Oi07r-^o-yJ;'?7r-> ; SFSr#SIL. dfi^fiVLWJSSM^CT 

y X=t ym ( S P R ) £fflSU:Ktt£ttfc WW S . 
[0126] 

»6 (#»ffiVL^yA^«E#) 
( 1 ) 7r-y'S b'cOHUR 
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(1) #an--RB/am P . 1. 6 mLT'3 7°Cfcr»S#-ri. . 

(ii) Minipreps SV plus DN A Purification sy 
stem (pro mega) *JBv\ »f»»t7 7 -y'S FSrElRI-^. 

(2) mi<??-im 

01 lfc^rtpRA-XXaJJEd) tlt^ilJt^r-^S K£&*<7)Nc o I&tfN 

ot i zm^xmm&mmiz£>omi-&. #£>*i*:vLwt£ pra-xxchal 

, VLa-FSSSrMl^^^fcLtfBSSiiSr^xSKpRA-VLNo. n (n 

: ?n-v#*> (013) 

(3) f»V8M8Xftm 

my . ±ie-e# <5.<ife 3 v l * y > vmm^9 ?-£m^TVL?yjw&%m 

1 ) mm® 

±ii¥m<??-*m^X. BL2 1 (DE3) ly^T-yY&l'AOiJ.LZB'mtik 
irh. mWSMi. h-hv3y^Sr*+-*42 5 Cx90sec-»*tp^frT'feC:^3 

h-hys^KJ: <0Bmz® LfciiE B L 2 1 JSJKtc L Bigtfft 7 5 0 /* L SrJnx. -B$ 
H3 T'C^TH^iM^ff^ro . -?-<9f&, 6 0 0 0 r praX 5^!SSS^i^\ t&t±.tK 

6 5o^L^M«t, m^tzimmtimttsi^tzmmm^mnL. LB/am P . 

ru-htJR*. -tt3 7*CtrtiJ«tS. 

2 ) ffSig* 

7 , U-h±<0aa--S:*^»Ci8»?L, 3. OmL LB/amp. i&iftfcT 2 8°C£ 
3 ) 

±K^fiti£iM£ 2 XYTtm 7 5 0 M LWtiUMf, Sg£t&*£ 2 8X>tiZXimt 
I. OD600#0. 8**ifc«jilrC. *»K#lmMfc4SJ:3fcIPTG«r»i.. 
jgK 2 8*C£T»g§t£?T =St a . 
4) flffg 
( i ) 5S£ifci£ 

3 ) T*4><tfc*S*ffi* 6000r P mX30mi n»&U 
(ii) R9I 

( i ) 8S8000rpmX20mi n-fjf'OU ±i»SIHW"*. »&*Ufcit»£ 2 
OmM Tris/500mM NaC 1 (OT. Tr i sjUK) 1 5mL*Jni, 4*C 

(iii) 

AR#l'-h*5Afflft:i:Lr» Hi s-Bi nd (Novagenttl) 

mX'him s^^n»^)VL^y^»aj{±500mM>f 5^V-;U/Tr i 

»tl}»W)SDS-PAGE WJATSKl 5%) OifeS. #— ^HT*9. US 3 
Wt»6;t^WW-4. JJ2»ffl*fc*tl/C, ?(-?S£Tr i sMt LTSl>'S«f2rff 
itEM^^M $r7WUC#££frft5. JEfc. ^Ir'JyS^'-y 7r- (BIT, P 
BS) A 7 77-l»\ SPRfflVL^y^jKSk-fS. 
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[0127] 

mtm\7 (SPRSJSg) 

mmmexi^fitzVL^y^m^zmi^m s p Rtzxm&ifc. spr 

-WEgBfcLT. BIAcore2000 (BIAcore&S!) fcffifflU ttH£ft<D 
&*Kfc LTJiPia^S I A-k i t Auc0^^7XaMSr«ffl-tl>. 

7yzy/A' 7 7 7-: PBST 
SUE : 2 5'C 
8B«: 2 0ML/mi n 
fyr^:VL^VA7/PBST 
^yi?y 3 yl: 20/iL 
f££«Sg£ft£&^-7'£#l> <^ 9 > • 
[0128] 

SMS (vL^w^aaavTs^iHWwiftje) 

±f£Tl#'b^VL No, 7<9DNAffi^£JaT<0;^fc-tffi?fl£^Ufc. 
i.-y'xyxfflT^v-kL VL3-H3ieFJta[fcfiaW*pe l BffiJWfcWSb 
fc< y_ ?IW »p rime rliJTF^fc 9 . 2 i: R8fc . 

pe 1 B-bac k 
(K8#*: 88) 

5'-ccgct ggatt gttat tactc gc-3' 
copr imer^fflU xyzgu&t v h b^SOBAlZX 0 B i g 

Dye-PCRRMff^. »fleiM ?Mi9 6*Cx 3m i n-(94'Cxlrni 
50°CXlmi n-68°CX4mi n) X30cyc 1 e-*4'Cbtl. X?/- 

jutmizx *)wm L^friap c Rmm ^~?xy<t- (ABia«377) ciows 

EflfcifcJ&t*. &T*>iS*£1»S. No. 71i3SMsWl2<OEfll#*: 7 6tPIt^S 
[0129] 

mmm9 (4ii»ttvHii*7T-5^)^^y 

5^R*>aHRfcfT£-5. 

( 1 ) VHlSffl7r-y; H 

affFtlWLfc. WC. Ml 37r-S'*tf)3-b?i"<7t*aP 1 1 1 ^^^> N 
*m-&*X8&** &zVH?y>*?mis2ixxm21xZ£?lzimZtiKVH 
tli7r-y'5F (Hi 2a) ^^^'JMtS. 

(2) VH^r-y^^^'J-^i 

jar. (i) *fflv^ik*»v^iiiiitW5 (2) tmmizixvumyT-iSy 

cfu//iL 

( 3 ) ^«Sf*J8v*VHvt-y/ 

jjb (2) x-mLtzyr-^y^fy^-mmm^mt, mmms o) tm 

WT. gttifflS fcfi««>2 ) 3 ) m&M94 *-fftt*fT^fc. 
l7^yF:9. 8X 1 0 2 cfu 
2^>-K : 1 ■ OX 1 0 3 cfu 
3y^yV : 7. 8X 1 0 2 cfu 

4) nmkm/yr-'jmm 
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ly^VY: 2. 4 X 1 O 9 cf u 
2y^>Y : 8. 1 x 1 O 8 c f u 
(4) 7 T-yE L I SA 

(dei smMmwRmm 

»IM5t[5l^7r-v : EL I SAffi^ffigi: Lfc. 
2) VLlS77-yi;D->iK 
fft!BVHA°-y^#^|ic7)3 57y KS^-f ?-fiMIT'<7)x 1 0 4 <7)#f?7V-- F±fc:2l 

No. 1:3. 8X1 O 9 cfu 

No. 2:9. 0X1 0 8 cfu 

No. 3 : 2. 4X10 9 cfu 

No. 4 : 1. OX 1 0 9 cfu 

No. 5 : 9. 7X107 cfu 

No. 6:4. 4X1 0 8 cfu 

No. 7:6. 2X10 5 cfu 

No. 8 : 8. 9X1 0 7 cfu 

No. 9 : 1. 4X103 cfu 

No. 10 : 1. 1X10 10 cfu 

No. 11:4. 9X1 0 9 cfu 

No. 12:9. 0X1 0 8 cfu 

No. 13:2. 4X10 3 cfu 

No. 14 : 1. 0X10 9 cfu 

No. 15:9. 7X1 0 7 cfu 

No. 16:4. 4X1 0 8 cfu 

No. 17:6. 2X1 0 9 cfu 

No. 1 8 : 8. 9X 1 0 7 cfu 

No. 19:1. 4X1 0 9 cfu 

No. 20:1. 1X1 O 10 cfu 

2) yr-izmtoWk 

1 ) ■C*fcilfc*7r-5'**»**M 10'cf ufrbffik 1 / 1 ■ 0 b %h «t 

o^.mMW^2 0 o uhzmnmx'imwz. 

vnw^yr-'ymw.- x/iL 
WMitVVMWi (50ng) : l,uL 

7.-A°-7n-y^y^A.y7T- (PI ERCEft) : 20/xL 
0. 5%Twee n20/PBS : x/5/xL 
PBS : 179- (6x/5) juL 

3) 7r-y'ELISA 

WtWl kPMW>fH»:-C7T-^EL I SAtffofc. 

tmx-h hvHyjyyv -mx o t &3K»£<a»^ 3 ? o- y v hs^7 

r -i/^n-yi:Ljt. (No.2. 4, 6) 

mmm 1 o ( &§i»tt v mryw mm ) 

±12 3 7 r-5>? u-yl *) 7 r-y 5 F £#« U «ife<03KB^^ *-*fl*Lfc 
mz^y^i^M^XBmryX^y^m (spa) &a£KJtK*S£tt£«tB-t*. 

( 1 ) 77-yS FOEUK 

37'7>'F1£>:M ^-fffiWX 1 0 4 <0«Btru- h±£3SSL£l 5?p-MC 
*tiB-rS3n--*^7r-y5 K£filT0>#)«cJ:9BWLfc. 

(a) ^oz-aB/ara P . 1. 6 m L/C 3 7°CfcT»§»L^„ 

(b) Minipreps SV plus DNA Purification sy 
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(2) ^MK^^-fm 

PET-l 5b (Novagentt) CDV;I^f-^P-->'^ H f^ h£33gU pUT-X 
XfcTS. frl5pUT-XXa±l£ ( 1 ) ^fcftfc7r-i'*$l 4 £«-««0Nco I&tf 
Nhe iSfflv^SHRSSRffitiOflUBrt*. ft£ftfcVH»rfr£pUT-XX£lfA 
U VH3-Htt«*»*^^^4:t'C5Hl5*l*7*9XSHpRA-7sn, (n: 
lE7r-y7n-yff)««. (014) 

o) fyj^m&vm 

m\ 3ll(7s2, 7s4, 7s 6) COVHfcLTEftlTS. 
1 ) 

_hE2O<0j«i*?*-fc. «l*!hJ«r6BL2 1 (DE3) 3ytfVH:Ai« 
4 0juL£JWC«»**. mmmte. t-bi/ 3 -y?£**-*42°CX90sec- 
7)C4i«0^frT'i3 £ £ 3 . t - h v a -y ? fc J: 9 «mis8t LfcJJB B L 2 1 jgftlC L B t&ift 
7 5 0^L&fe, -UlST'CKlK^ff-Jt. *0>£. 6 000r P mX5# 
StofrfrrTW 83thit6 5 0jtzL*a&*U «o fc^*±»fc itig t ^ro fefflBaB* S 
itifU LB/amp. -«63 7*CKTWg-f£ . 

2 ) ^fflfc* 

7-U-h±03P~-^ffat:aKRt. 3. OmL LB/amp. 2 8°C 

3 ) 

MfiMJ 2 X YTtgiffi 7 5 0 MLtfiiSf, 2 8*CfcT«W 

Lfc. OD600*«0. 8£«;lfcll*j£"C, »«K#lmMi:fcS«k3iCl PTGZMl 
s M^2 8 , CHT^:ig*SrlT-5. 
4)ffigg 

( i ) ^j&ttsta^PK 

±IB3) Tl»fe*Ufe**St6000rpmX30mi nKT3M>L, &JK£MttH# 
fcLT*&. #K>ft****b 2 OmM h'JV5 0 0mM NaC 1 ) 1 

(ii) ^j8tts&a^«r»<t 

( a ) x^btu&mmft* 6 m m?7-w/ v y 1 o m l StSdxt 

, -*aBW-ft. iJCfc. 12, OOOrpmXlOmi nTS'frU ±vtSrMb#^i: 

It**. 

(iii) &JR^-h#7A 

AR^U- h^^Afflftfc L/C. Hi s-Bi n d (NovagentI) feffll**. 

^^Ass^-yr/^w. at^ma. twaNKoft^aaawRU is (20 
°o (crffa. swt'fcSH i s ? ^aj^^u ^r-f- y<tm$&$ 6 0mM-f srv*-^ 

/Tr i si&a&rTfH. ?§ffi$?)SDS-PAGE (7? U^TS H 1 5%) «tS», 

(iv) Wf 

(v) U7tHPf<^ 

±E ^ Httte t T , VHg-VLh RW H h - V L g c^tl-ftl?^ f ^Tlf- mm 
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ffiSrClT^lSfciOSOfflKs Wm?7-> : Jyim (4°C) 

a) 6M SUi/T-^/Tr i s^fgSrfflV\ ^tl^'tl^J^r^m^tM 
ftimbAO. D. (280nm-3 2 0nm)IA^lS7. 5;uM(Wxr;M#R 
ftPHOm l ) SriffiFtS. <Xt/3-^;^rhX^y-^ (StcjW) S:**?fUK3 7 5 

T;P^5-»N'.y? (MWCO: 14, 0 00) fcAfU jlffffl-^TVI^-f 

b) achate 6 m^^t-v h u xmmt ix , mm-yr^&mi. 

c) ^*>«R/7-5>>W*fc3M. 2MfcBWW(£TH t 6. *<i«W)J«ISMEt:*J 

d) iS-fkffi^/W^f-^y (GSSG) £&8yg3 7 5,uM, L-Arg£ fciSKO. 4 

M) k&l>J:3fchyxMdra;u JJE3 ) «2MwiWfJ1«*lini. WtoZTT-Vy 
ztKAUMirL, pHlNaOHt, pH8. 0 ( 4°C) fcME L/SSWHCT , 1 2B#H 

e) d) fcN««0f^!6fc:r«iS/r-^y«flE0. 5M«#L-Arg h>JX^S:SL 

f ) ft^tc h u i 2 BflasB&rts . 7 ) mmr®. 1 0 0 0 0 r P mtt) 2 

0 ftftMHt L«** k ±» fc4Ht* & . 
[0130] 

±KT»fefifc3SwvH«Fffl[fc:*fLT, mmmvy&^y7T- (ot. pbs 

) A' 7 :7 7-B$£ffv\ SPRfflVH^y^iMtU;. 
[0131] 

mmn oxn^tLtzVH^y^mMzntm^^mmmi 5tnmzix s 

PRfcTMJgUi. 7 s 2, 7 s 4, 7s6fcM6^A^3*l4*te*-:/*fafc. 

01 0tett*HHS:iFf ) . tl-7y< VTJ >nz£iX&.T<VKv£%tz, 7s 2 : K D 
= 5. 0X10M-8 

7s4 : K D =8. OxlOM"' 
7s6 : K D = 3. OxlOM"' 

mmmi 2 (vH^^^^sst/rsygia^^) 

jjetn^tiTt 3^<ovh^7 r-vs \*coDNAmmmMM2bmmfflifcx 

BffifliaSfcRgLfc. »fe«2.i:|Bl«<7)^-^xyxfflp r i me r£fflv\ Rtt^JK 

{zxmmm^K mz>3m\zm. ttiwmmi ox-nhhtmrn^ ■. 59 
Thmmm ■. e ix-mmm-hi. 

[0132] 

^^13 (SPRtiSVH/VLt^ti^ttli) 
»fiW6T1#^VL^n-y : No. 7 kHJS0i 1 0t1#JtVH^n-y : 7 s 2£# 
5 0nMPBST»St^iaSLfc. 4°CtCC-Bra«#L^. ±£fi£»Steffll'Vt, n 

mn 7 1 mmz lxsp RMM^n^ . <t<o«sL » 7 * ^(±^09 1 1 fcflAffi 
aurcAktois^ttsiiBf a^-rsiktcioa^ft (Fv) jgjasiittjsss 

fcfci Sg^ttl6J±*^«S#K:. (03) 
£ffeft 1 4 (&K£ffis c F vcoK#) 

HttW6Tl#^VL?n-y : No. 7 k»fi#f 1 Ot*tVH^n-y : 7 s 2A»& 

( i ) m.<??-m 

VL (No. 7) U>*- ( GGGGS ) X 3 . VH ( 7 s 4 ) 3- Fit 

Hisx6 (OT, Hi st?) jtat-CHRSn. Hte*yA?i;l/Cll«3;h. 
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JMMWtfHRfl&fcovvai. ill 5fcCf. 
scFv-B (K5»*: 117) 

5' - NNNNNCC ATGGCCGGGGGCGGGGGC AGCGGGGGCGGG 
GGCAGCGGGGGCGGGGGC AGC C AGGTGC AGTTGGTGG AGT 
CT-3" 

scFv-F 118) 

5' -NNNNNCCGCGGAACC ATTC AGATCCTCTTCT— 3' 

(2) ?»vm&vmi: 

kit, jJETHfetifc s c f v ? »vmm^? ?-m^x s c f v ? 

l ) 

iem<^-mibl2i (DE3) mmmt. mitexYTtmzm^ 

2 D. 60 o=ftO. 8k&oftfc,r6T\ »jR«l mMW I PTGCi 

DUTOfPIU -HfM^a^frt-*. »6000r P mx20mi nteTjftfrfctT^ 
, iSH±{Sii»tffl#B^&ftfc. i^L^^r^tKJJKXSJSfciOSDS-PAGE 

MTn^mw-yTfr&mifc. t-r. smpbs i smi/cwwu s^kp 

BS 25mLH, 7Uy*7UXfcJ:*«W^*fT-jfc. ftfeWtOIHKS 1 2 0 
0 0 r pmx 1 5 m i n-CiS^ffW i«I*?:?ftt»il: &£>*lfc*S 
Wi5:6M)gS^yV/Tr i stlt-fiiaL^ TOtU AH^U-h*? 

2) A*^U-h*5AllSS 
7y-y^A'-y7T-^6MtlS/T-v>/5mM^5rV'-;W/Tr i sJSfflEtL 

. siting ioomM, mm&%.*mw> < 2 cro t Lfcjywi£tt 

3) aw 

Mli/7-yy>/lmMEDTA/Tr i s»«[i: L"C4^CfCS*fW\ 4 5^ 

3) fyjwmwm 

2 ) tffcsc F vigJKST r i s»iflrC7 . 5 juMldlBU ^xr^k Lfc. ±E 

(a) 6M i sfltiKfrfflK lW^^«rS/8S!5i|4»t 
mn^tl^m±mtO. D. (280nm)*>7. 5/xM^y77U?rPSU^ 

(b) Kt/S-^/Wrhx^y-;!' (StEW) *««K3 7 5AiMK:«r6J:d«JP. 
SS, flH9r-C4ii*IBI»{f L-fe. 

( c ) ^yrivzmit nw.<»mftmz\ix. ?m ( 6 m jsk^t-s'v/t r i s 
}M) Wrax, 4x:x'%)6f%W!i%tirt&. 

( d ) 6 ttntgewK* 2 erbius. mnmiyr-itywgte 
3 m- 2 m t sbwctw %tft>mz ft -> fc . 

(e) Iffl^/^f-*^ (GSSG) S»«K375/iM. L-Arg* & 
iftlSO. 4M) k^rSiatTr i s»JtttJPi, Kfc±K ( d ) flfitWtt* < 2 M ) £ 
iP^Sik-CffiK^r-^iftS^lMkL-C. pHiNaOHt. PH8. 0 (at 
4°C) a«LfcWltJBV>T4T:T«l 2IWBWM-4. 

( f ) ( e ) t mwwmzx o . 5 mjw^t-^v/t r i s*s*fi*u 4°c 

( g ) mmz . >?m&T r i s muzm vx a nx°® 1 2 mmrnm- h . 
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( h ) SWfKTtt. 1 0 0 0 0 r P mZW2 0ttM>bmi%MWBftk±mWftZft 
±»B^SDS-PAGE«Stat«rC«BLfci:i*. ±JMBM:IW0>*>' 
^j^aHfcSfi-O^fcfcWBLfc. VLfcflffENo. 7?n-yJEL. VHfc7 
s2*EU:scFvH5E»U:. 
[0133] 

»tw 1 5 ( s p mz x iscF vn&m&gmm ) 

S P RtTSISgLfc. feil*:. (017) 

^tt«16 (Au^Mtt^ffilS) 

sown 5ti#^^s c f v^y^*<oA»att*aBLfc. mmnmit ix 

J?S 50nm) -tl,. JJe^&ffi^Vrnl^T^-JK 7*hV. HKfclfft 

^5rHttM6 T&Mifc s c F v?§M£ 1 ju MtHSEUfcJSSKfc; 1 B5HS8rfr* . «wc 
, PBSTK 1 03MBWH»*»t:J«}*L**<fcfti*-r4. i 3 EltROigL. titft 

mmx h . *tc . ±iaffis£ 1 o o n m em i s 9 ?tm/ pbs tosc 1 mmm 

*?MzMWltctft>imtl. tit^X. PBSTfcTl O^MHHf^iWdWI 1 L*&t>&» 
tl. C«f»3[I]tisDiIU ifefrfltettTS. SEC ISSMUilOOuM Dh'r 
yygM I G gfifle/P B s T»ffiC 1 mSK&trtfflt L%#t>H6Stt& . » *T . 

3b£«K£*u a^^lMBBiJiMuSrfr-sfc. Wfe^J l 5"«*4>*ifc s c F v 

[0134] 
HMM1 

mmm 1 6 t&tti. 1 ^ m scfv -caim^ y 3 yaHR*«iLfcjaiWi, n t# 

AS* LfcPfflWfc fcflBBiWST***^ fc. 
[0135] 

mam 17 (mmmm&^rj- KBte&*S£tt* y;wm) 
mimmmm'&^rj- kiphvhhkhphv zimmm scFv^c 

(1) %m<??-im 

(a) ±IB(jUIWl4) mntpUT-scFv (VLfNo, 7x7s4) £r>- 
7V— f- LX^Xf^TyA v— SrfflUs PCRfcfTO. 

Si scFv-B (SJIJ#t: 119) 

5'— NNNNNCCATGGCCCAGGTGCAGTTGGTGGAGT — 3' 
Si scFv-F (E50#t: 12 0) 

5 ' — NNN NNCCGCGGC ACGTGGGGGTGCTTGTGGTGC ACGT 
GCATGGGGATAACC ATTC AGATCCTCTTCT — 3 ' 
ft. PCFUiTfJfficOPCR^v h k9itflMiS LA-Taq^fyh) fcffifflU St 

(b) zmm%^tiKPCRmz2%T#n-xmm.mzfto . mz. y/wen* 

•^(Promegatt) £^LT^/W>^ffi»SS£fTV\ &4 0 0 b P <OPC RUffr 

(c) pUT-scFv (7s4) &tf±B(b) ■CH4>*UfcPCR8rfr&* Not 1/ 
Sacll£jflvvr, fliti. T^O-xm^BSrffVK VectorB&tf 

i n s e rtm?zti?timmftmm?&. 

(d) ±E(c) ■CifettfcliBRUfcaiftBrfri, Vector : Inserts : 5 
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jar. mmm. 7-5x5 hedr. nx®*mmiz^x\mwM6b®nizft? . 

[0136] 

o) ^y^mm/nm 

[0137] 

mmis (£fttfHELjsatt*y><?»*>tt*> 

&t6SttVH (E51J#^ : 6 1 ) <05*JSilKSJP8»SNc o I WSEii. 3'*iBlSfc 

MissHRNhe i mmuz^t-m^mmzwH mr. vh S ) feiw-f* 

gVH-B (S5»^: 12 1) 

5' -NNNNN CCATGG CCGAC CAGG TGCAG TTGGT G 
GAGT CT-3' 
gVH-F <RH#9: 12 2) 

5' NNNNN GCTAG C GGAGA CGG TG AC C AGGGT — 3 

bp^i»«is. ±iavHB-F&ffifflL. w&<Dis-7^y*m*yhtm® 

»fttCj:OBigDye-PCRKJBfttfofc. fflffi^ ^;W±9 6*CX 3 m i n- ( 9 
4'Cxlmin-5 0-Cxlrai n-6 8°Cx4m i n ) x30cyc 1 e-4'Cfc-tS 

a w<o v h £ a - f -r & mam z *r s - * mm & . 

( 2 ) £IS£ttV La- FtM^PS 

#fe-^ttV L ( IM^T : 7 6) £05 *^!»jlKS#«N h e I SMJ&tf 'J ( G 

GGGS) ^-HtSli- 3'«HisX6«l^^ «IIRBS«S a cllSr 
HLW^»WB«4»«VL («T, VLg) (01*9: 99) tflWi 

gVL-B (SS5II#^: 123) 

NNNNN GCTAGC GGTGGCGGTGGCTCT GAAATTGTGTT 
GACGCAGTCT, fttf 
gVL-F (1SW#*: 124) 

NNNNN CCGCG GCACG TTTAA TCTCC AGTCG TGT 

jftltW. (1) kH«McLT«IWrfrft*T, B^VL««*fiW*#*4 

( 3 ) HE Lfe^ttV H3- K8®Wtfrtf>illS 

HELg^tVH (Wm* : 1 2 5 ) <0 5^ffl««*N c o I t»<iu 3 
MiSIJIifNhe lSSatW^-»AfflWHELfe^ttVH (WT. VHh 
) fcfl***fc*>fc, TyA^-bLX. 
hVH-B (ffi#l#^: 126) 

5--NNNNN CCATGG CCGAC GATATCC AGCTGC AGGAG 
TCGGGCCC-3, Mf 
hVH-F (E*lJ#t: 12 7) 

5'NNNNN GCTAG C GGAGA CGG TGACGTCTGT — 3 

mm-thmn. (i) tmmizixm®*mx. iw«vH«^tts 
zbzmmz. 

(4) HEL«^ttVL3-h*SKfflTfr^PSE 
H E L*£l=rttV L : 1 2 8 ) W55|d8fflCiWI8B*N h e I 

(GGGGS) fca-WRBK 3'*J«lfcH i s X MISS* 
SacIlWfiai^^-W^ 1 ^ 1 VLh) * m 

•f&fziblz, 7y4~?-tLX. 
hVL-B mm* - 12 9) 
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NNNNNGCTAGCGGTGGCGGTGGCTCTGATATCGTCCTGAC 

CCAGAG. Mf 
hVL-F (BM#9: 13 0) 

NNNNN CCGCG GCCTT GATCT CCAGC TTGGT GC 
[0138] 

±15 4 snfflsmxm\ vt * 2 ^m.<? 9 - mrmfcximtz . 

( 1 ) VHg-VLhM^^- (pGHEL) (Dim (H15) 
( i ) VHgcDffA 

mffSr^^SHpUT-XXSr. WISNco I/Nhe I (HtNew Eng 
land B i o 1 ab sit) T'WrU Xh°>*5A 400HR ( TV^-vA-tM X 
yx) -fS. <K(c. H«iaWRg#*Nco I/Nhe I KTflJK UcVH g £$fflr U ffl 
Bfflf>i-&r|JlE<0y/U«8!* < y h (SV Gel and PCR Clean-up s 
ystem: Promegat) ZmLXWU-th, ifEZocOBSJi* . TPK<0T4 
y#— (Rocheft) ta«i«0*iSfcTll^t9>fy-^aVttf^. 
[01393 

9-fy-S'a>KRttJMl 093>-tff >-h-fe;U (Promegatt) 40juLCt 
-hya-y^ffitJ: l 93g«e»L3tafc:. LB/r>ty'jy (ara P . )7U-Mdft 

3 71CKT-WHW-*. 
[0140] 

7V- b4>A^ffS«3D^J L B/a m P . 3 m L^#igtfitfiz.lS#'\ 
3 7°C£X-4mmm*fi 0 . Hfffitf)M iniPreps^vKPlus 

Minipreps DNA Purification System: Promeg 
a|±) ZmiX, HSrHJR-tS 
f»6fifc:r5*3 FS\ gVH-F*ffifflL-C«riey-^xy^*5£t:Tfi3£E?iJSll 

is Lfc k i h . a as at v vg, i t z mm & . 

(ii) VLH<7)#A 

±JB 1 ) X-%htltz?7X 5 K P UT-VH g iWimmN hel/Sa c Ilt'WL 
s ^fcrytf^A 4 0 0HR (77y^Af^iyx) RWcMRMRNh 
el/SacIItrCflJWLfcVLh***. £IT, JUE(a) fcfWfcLT, 54 y-^ 
3>&tfBto0)VHs-VLHfB£fflr5*5 H p G H E LT'$> l> CI k £$H.M~t& . (W 
fSffiT^-YV-ii. hVL-F) 

(2) VHh-VLg «fK??~ (pHGOLD) (01 6) 

(iii) VHhtfOfflA 

JbiB ( i ) tmmerfmzXVUhZryXS. KpUTCjfAU F 
tfBWtfW?* 5 *WW*. (WmrU hVH-F) 

(iv) VLg<7)tfA 

VLgSrJblE (iii) t1#^tltT5X5Ft±ie (b) kH«0*Jfefc:T# AU » 
btltzTyXS; FtfmnVHU-VLggffim^f-pilGOLDX'b&Z.tZl ) 
kR«fcLr«Bf*. <«BJB794"e-tt. gVL-F) 

Mmtmn 9co on -tit ^tvHg-vLh. xtfiaswi 9«> (iv) tit^ii 
fc v h h - v l g y ^.r^ h zm.timi< mmxizts v re eiTtE 
-r* wc^«sRi«MtEa'c»itifv\ -Hi-m^y^r* h«tvh % - vLh&t/ 

VHh-VLgk LtK#-tS<, 

±t52-?co»<.?:?-£. WtiI«BL2l (DE3) nyef-y^t^SS 
4 0 J aLJI«fi»«. ©WIESMi. b-hy 3 -y;H+-4 2tx90sec- 
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750uL%mi. -ms7'azxmmmfr^ zwk. 6ooor Pm x5# 

SfFU LB/amp. 7V- hi* , -ft 3 7'arCf?BtS. 

2 ) f 

7-W-h±W3 0--*«^t:a!S?L, 3. OmL LB/amp. t£ffiCT2 8°C 
3 ) 

±I£^fl§ig!M£ 2 x YTtMi 7 5 0 M Lfc«£«*. JEWS** 2 SiCfcTIW 
Lfc. OD600M. 8 f&mZtflmMtKhXdiZl PTGSrflPZ. 

4)ftH 

( i ) *j8ttfffifctf)|I|lR 

±123) Tftfe*lfciS3fffi?Sr600 0 rpmx3 0mi nfrCS'l>U 
tLTttS. »£>ft£B#:£HJX?M (20mM MJX/500mM NaC 1 ) 1 

<MZ. Mimm* 12, OOO r P mx l 5m i ntSWRlK ±»£ft£. it»£* 

®mmm%tixm, 

(ii) ^ttiRliiJ^TOt: 

±te ( i ) ti# t,tij&mim#i 6 m «s^r-y h u 1 0 m l 

IX. -ft?fitt"l>. <X(C. 12, OOOrpmXlOmi nT'jS'l>U ±>f Sr"I?§-fti^ 

(iii) AJ&afU--b#?A 

Lt> His-Bind (Novage n|tK) 

^^s^yr/i^ siwxsii. ffries&#wm&i£fcJB»u (20 

°C) fctfH. i s ?/M£^^7°^K<9?§!m6 OmM'f S^V-A- 

/Tr i s8«lCTff3. »{IJ«<OSDS-PAGE (7?UAT$M5%) *>*S*. 

(iv) aw 
#&. 

(v) U7*-/kf 

±12 fc E8(C LT , V H g - V L h &tf V H h-VLg COZtlZtHOX 0 H«ff 

ffi&&T<oigfc: J: 95». ^K^r^y^ySr^f (4'C) ircfrv**#fe*i"< 

( a ) 6M fiK^r-^>/T r i sffift*ffll\ «l«l«># 'J ^7** KSB<OffiS 
Slffffi^tAO. D. (280nm-320nm)f*»feSt7. 5 /<M<Ot X7VM# 

s?a*ai om i ) *mt&. mze-xMThx.?;-^ (mm) mm&3 7 

y77WM£»^-y? (MWCO: 14, 0 00) fcWU "mWrvr^t-fh . 

(b) ^h^6MiiK/r-yy'y/hU^?gttT. atH-yr/^riau « 

(c) WK««B^7-^>ift££3M, 2MfcS»WfcTH'6. 

(d) WmfWI"** (GSSG) Sr^mS3 7 5^M. L-ArgS: »»K0 . 
4M) t&SJ^Khyxffldra^ ±12 (c) <02M<^»fW«*Jni, ^®/7- 

1 Mi: U pHSNaOHt. pH8. 0 ( 4°C) £118 LtfflCt > 12 
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(e) ±iS(d) bm®<7>ftmzXim7'T-i;>m&0 . 5M<J0#L-A r g hUX 
JMSrSU Jgfc 1 2Bflffii#ff 

( f ) muz v u xsatrt 1 2*mmtt . 

( g ) 3§8r»7&, 1 0 0 0 0 r p ra?ft2 0^&#*U8*tti:±»£#«1-&. 
(vi) 2*ftB#4>f*S 

±E ( v) t'ff 6*lfcfli««9 5juM m/f K (VHg-VLh. VHh-VLg 
T- 20mM h>JX. 5 0 0mM NaCKSM 1 m 1 /m i n ) tTHM 

[0141] 

Wt« 2 1 ( s P R»g<= «t & &S6ttffii ) 

2 o xn s>tuk 2 mt? y> -w mfto-kizm spr izxmm t> 

. SPRilSIISfctTs BIAcore2000 (BIAcoretS) SrfSfflU & 

m-emnikmLk ixtmttns i A-k i t Anco^mm^y^m.^muz. m 

50 0nM (WEfcHWcLT. 0^* ) 

5>->^A'.y7T- : 0. l%Twe e n 2 0/h U X*8$ : TB ST 
jftK : 2 5°C 
giBS : 2 OuL/m i n 
-tf-yT/K y yi ?y3>I:40/iL 
A(C*H-4IS^tt**t36 J iS^-7'&»* (HI 8) . 
[0142] 

Xftffl 2 2 ( S P RH£(C i & H E L &£ttfM ) 

mM2ii,zi3^xm£&zspRmuzir>7Mzmz®z. mmixiuM 

HELM^^yx^yayL, Uz 2 HEL fcStt £ 

js^tt^ s p R(cr»&r* . Hfcsst h e uzft-tz>&G&ztFt m&t-rzn h 

(018) . 
[0143] 

mm\23 (Au#»it2) 

»SM2 2X®t>tVkM&$&? yWHMH E L#&£ LfcS P Rf- -y 7V)&£« 
£ffl^TOT«£«£3l#8!#?T-3fc. JJa^RSrljuM ffiHELffifc/PBSTSI 
«£>f V^x^aVrS. PBST|rca*t*. JKfe. 1#M uYTi/y 

^mGzm^/PBSTmm^y^^^ByLtzmz. pbstw«. * 
**** ^a«±tspR^sf t ss±^st^ { fi^$^§. 

[0144] 
it«^j2 

*ffiffl«^**K^ffl^T. iaSW2 3fc|3|tt<7)mil*fFflr-3. W**. 

[0145] 

Htt0l24 

VHg-VLh£fBKU 5/zM VHg-VLh/b'jX*g?g£»& 0 
[0146] 

HIS092 5 

HJfeM 2 4 X1§t>tll V H g - V L h / h »J X?f 5 0 0 n M£ h U X}fSt'#^ L 
1//M HELMJ-fyy'i^yayL. MZ&£Uz2M.ik?y>Vmft?>HEL 
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[01473 

mm\2 6 

»fiW2 5t*3^T, 0. 5/xM jftHELffift VL/hUX»«t«»S*fe-« 
[0148] 

tttspRfcjioww-s. st, satwietFaaMcut, muLxiuw hel£ 

mm\2 8 (HELWA/?0?l>/77'(-gI«f^) 

1 ) muELmmmtit^^s7v^hyy7j-mTimmm 

~ hD-t;Un-X^-h (BAS-85. S^a^t-V yaX/HUJ) £5 mm 

X30 mmfcflJBrU -tOSSiOlO mm«ffiECttHELffi*flRKO . 5 mg/ 

mL (B*>v*T*hm) immzmi. ®mmm~t&. m&zx2mm 
) /PBSTjurc. jjB^-ht2«nwBiUT7'n y ^y^stf->fca, aac-cif 

BUT -fA/^a-? 1-/57 ^-fflfi$£fflS-f£. 

2 ) ifefilBfiHE L!(tf(«fr«W»Rtffla«l*<OfflB 

( i ) ftxittffiH e Lmmnm 

ELra^tt^sffr^jpi-^sftLT. is, 3mmmz'rt?, *wj&>&/h 

E LZMWW^ttKJtfcll**"*fc*> 1 2 • 0 0 0 r P m. 54HB*MHKfrVV ± 

« ^kdm^ , wm*wz, n^htzmmi pbsti. o mLxmrni-fc. set 

s ilB&frKfc^T&ktff?. ftMlfcftR**, 1%BSA/PBST1. 0 mL 
( i i ) ^StifiiH E LffiftSrfr&#fflfr<9#S! 

jjbambkh e Lmmmm 5 u Lwmmn 1 0 %mm 5 u L*<y y - 

-tf^FW (JM&fcttS) 5 mmx5 mmi:^i!§«t. i:tiffiffiHE LfclfWt 

JblBl) T'^SU 1 ;±ia^Ay^n-7h^57'f-fflffl#:c7)-77«S* 1 *>2. 5 mm 
<Dftg*-C±IE2) (ii) AW^HELafWf«ia«i*fc«afc. S&t^tififiittlflr 
fr«mi^±«#:afi«fflfi* ( ^>ffiN o . 5 2 6 T K^>r •/ ?*#&1S) Z 
Mhtz . & K. , o-7h/57^ -fflSftfl"*) i> d -Jm&ifrb 5 m mOffil* "C 

^JISfWiRgiSftfflffitt ( ^>«N o . 5 2 6) fcSfcfc. MUcMKcf-rfclS 0 . 

[01493 

iestW2 9 («mii5gsa^#») 

1 ) #5*S8U:K2oco&1Effi£f!ytS. «ffla<0!EKti2 0jumf:-t*. OTfBtf^X 
«cO#«Wt. O.lXsK'J-L-U^y (^"ea>*SSJS20/xL*8STU 3B$ 

h»hk-&. 
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2 ) JfcWC, fitHEL-KU ?D— ( ROCK LANDS) SProteomics 
3, pp254 (2003) C*tfWt JJB ( a ) T1#^ft£#7X»^Mtt£tT 

3 ) ggffeffl 2 0 Tft* UfcA/H E L H WmmmUmft PBS H8a l:20n 

(ffl*#*sas) £rjes-i«, (imtix. pbstm 

4 ) 1 ) T»S>*lfcfltH E LffiftBI£ttS£b. 1 M HE L/P B SjWKtftiUrr 

So 

5 ) 3 ) £2 ) T»fe*lfcAif^^W^««a*f+ftrt-4. 

6 ) 4 ) xi%htLtzmm p b s«rt 3 ®$cftt& . *<r>m. mmm® < s^-? 

■ ^S#/I4L Silver Enhanceer Solution) 5#Ib]?5SL 
[0150] 

HlfiM 30 (VHg-VHh^>A7 (mW$8%<7 *-fBH ) 
( 1 ) Nhe I - VHh-Sac I Iffitf-flfEH 

Rt<2dft0U 9^Tf«SUcpHGo 1 d*«Mt*4Bt:-?-fL-e<lNhe I /Sac 
I I tHrfftVHhBffrtPCR(Ctft«t*. 

Nhe I -VHh_f (ffi^IH^l 3 1 ) 

NNNNNGCTAGCCAGGTGCAGTTGGTGGAGTCT 
VHh-Sac I I_r (ffiWH 32) 

NNNNNCCCGCGGATGAGGAGACGGTGACCAGGGTT 
JblBT?-f7-£ffiJflU p f u-tu rbo*S3HHBCHfcfcJ:9PCR*ffd. 
ttfefriPCRRtfaSfcTtfu-;*^ (2%) fcfcifciHSrfrVV ^3 50b P <7)Ur#-£ 

(2) VHg-VHhDNABfftfE» 

JbJEHISSWl 9fcTfmLfcpGHELcOVLhiWc_L£ ( 1 ) tllfe^VHhBr 
fr^^At-S, JilH ( 1 ) ^feftfcPCRffftRlfpOHELfrNhe I /Sac I I 

5. m^h&%mmzzh?tiTtfv-xn%mm$:^\ ^vnmno. (pcr 

Uffr: 7#D-X2%, P GHEL:T^O-Xl%fctl». ) ?;l4«fcti, -kfcLfc 
^«H^-ybt-Cff3. JilSt1#^ixl>W»«f^PCR^^3 5 0bp, 

xs H»fr3 ooob p-e&Sw^ni&u wt. 9 mmcoumzx^mr 

( 3 ) v^conx 

p c R{i±iais]«c7)^fs^^st i s . 

liiPichia pastris) 5 Hfc LTl±, pPC I Z«A (4 V 

Riatfsaci itfWL. aw«afffP*#A-rs. 

jfA-r&iieTO (2) -Cf§S»*t*pHgHh£«MfcLT. PCRfcJOfBRt*. 

7s4-fw-EcoRl s (ffi?ij#-tl33) 
AAGCTGAATTCC AGGTGC AGTTGGTGGAGTCT 
HELVH-Sac I I-r (EfflWl 34) 
NNNNNCCGCGGAGACGGTGACGAGGGT 

#fe^l.PCRBrfri:±iapPC I ZaABcoRIl(/Sac I IfcTJKWJBrU 

«<. £*>«£tf>*ge7u-M±, hurhyiog/gaxdf^5g/Nac i 5g/ 
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|^15g/LfcZeoci nZ25ug/Uzti:Z>Xo£mNbfch<DX'hZ>, Z\tliZ 
ir)mmtl&3n--mW%® (VVTh>l Og/8»xdfX5g/NaC 1 5g 
,Zeocin 2 5^g/DT'3 7 , C-%i§«t. r^XSFSrHIJR^ /-^y 

■?-izxmmm%i, *msw«aw-c*6VHg-vHh : vh_ S o N-iin 

ker (GGGGS)-VH_HELfeJKW*7 , 5X51«*l»*. (pPCIZ-aH 
901013 1 (VHg-VHh^y^OM/ti) 

VHg-VHh«EasySelect Pichia Expression 
Kit Ver. G (^t'hoyxyti) SrfflWtfB. B#I0SM^SL 

wmsafrnm M^-h*?^) iz^xmmmmmzx'no . 
tyMzw&hti&iyu $yv->vmmft smUTris^??- (20 

mM Tris/200mM NaCKlmM EGTA : pH7. 9 ) tWKk 
4°C(ctiI#r^T-5 . *HtSffl»i6«IW«:3li»f 5 . 
[01513 

«WC, Se P hadex75 (TV^AaM *1M IVXtt) SrJflWt. 
izXimk (t^yr-m: 50mM Tr i s-HCU 2 00mM NaCl.l 
mMEDTA, P H8.0. 9Qt : 0. 7mL/m i n ) £4°C(CTfH„ If htltm*& 
WSt SDS-PAGE WJ/1/7SK17. 5%) atfHRP*d«H i s£ift£ffi 
Wt! ilh»western B lotting^. ClftfcJ: 9 . B&W^ 

^it-c*6ifc**«t*t-^*#Kt, jar«>iw&fT$. (019) 

ggtfeffll 3 2 ( S P RISC J: £&*££ttfFtiS ) 

Rl^lfc IX , BIAcore2000 (BIAc o rettM) SrttfflU ttte^fo 
l/CttERtWS I A-k i t Aufl£J!!»#5*««£ffiffltfc. »T<0* 
fHcfcVvtaiJ&frfo. -frfTVPfc LT, 3OI0!I2 OTHfciiS 50 0 

nM (l)?iEi:l^«tcfr, ©mkOJM}) Sffiffl-ffi. I«<«±«J2 1 t±Mt 
?&. tCStt^^l^St^^-^Ji^ . (020) 
931013 3 (VHg-VHh^WSERfcfl* -1) 

MS0lJ3O^^ttVHcOV3 7L. G44E, L45Rfcfc*VHgS»* <KH 
135 i 36) tC^rl»J:atlllfi01J3O-^#fen«.7-7X5HpPCIZ-a7 
s4fc«SfcQC*vb (STRATAGENEttS) tttflW*. S*t<«BI*lfefc <k 0 , BT 

[01523 

1 sn9rB*)35£»Atf>fctf> P c R7°y A ~?~ 
V37F-f 137) 

TTACTGGATC AACTGGTTCCGCC AGATGC CCGG 
V37F-r 138) 

CCGGGCATCTGGCGGAAC C AGTTG ATC C AGTA A 

2 mmco%.mmx<om p c rt? 4 

G4 4E-f (HWf: 13 9) 

CAGATGCCCGGCAAAGAACTGGAATGGATGGGG 
G4 4E-r (EJ»*: 14 0) 

CCCC ATCC ATTCC AGTTCTTTGCCGGGC ATCTG 
L4 5F-f (ffi»^: 14 1) 

GCCCGGCAAAGAAAGGGAATGGATGGGGATG 
L45F-r (.mnm - 14 2) 

CATCCCC ATCC ATTCC CTTTCTTTGCCGGGC 
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?H. 
[0153] 

mmm 3 4 ( s p r®miz x i ^is^ttfpis > 

MftM3 3T1f £>tlS? yA7»«#CMtl.S^ttJS PRfcTM&T*. S P 
RffljEHSfc LT, BIAcore2000 (BI Ac o r ettS) L 
CD&mUk LTIiPffi^S I A-k i t Autf5AI»/r5^fflK*fS6fflL3t. tlT<0# 

mztswtm&tfro . yyrntix. gm3 3x-%e>tLhf»WKmft 50 0 
nM (MBfcHUKcUT. "RmkOIMi) fcttlflti. «WWWilOtW2 1 fc±Bgfc 
■TS. ^fcWS*S^ttSr*-t*«IS^*-^*ft6. (02 1) 
»&M3 5 (VHg-HELscFv? Wt?*JlKfl*) 

S6SSOT3 1«OHELte^ttVH<OftbOKHELte^ttscFv (SMS# : 143. 
144)lteLfc*wt?Jtfc**J:3teBHJW-S. HELSf^ttscFvtt, Jou r 
nal of Biological chemi stry, 2003, 279, pp8 
9 7 9«C*S*tfcHELtt&s c F v3-K»J#A^^75XS K*«ffifcPC 
RtCT H E L^tt scPv^3-mDN ABrfr^H* . P C R\mm^Ab Wim 

scFv-f (lE?lJS-t: 145) 

NNNNCC ATGCCCGATATC GTCCTGACCC AG 
scFv-r (E*|#*: 146) 

AGCTACCGCGGAGACGGTGACGAGGGT 

mm - t£««^J3 o mm^mizx o sww?xs hst^i.. 
mmmm^y^nmtximmm3 1 i:H»o*atTffd. ^39kDa^)# 

[0154] 

£%01 3 6 ( S P R$]5&= «t 4 H E L K*f-f I, ZSM^ttff ii ) 

RSftgSSSi: LT . BIAcore2000 (BI AcorettS!) £f£fflU 

LT(i[5]4t^S I A-k i t AumkWMtfyXXmimUz* OT«0* 
ttte*Hvt»&Mra . -9-V7Vl^ l/C, £*SW3 \XMt>Kh9vn>?%Wi 5 0 0 
nM (MEfcFWMcl/t. ifimfcOSaj) *H*fH«BiW2 l&tf 2 2 

i:|i|8i:-tS. Afc*M-**^ttfc*T*«rfr*-r*fl*. (112 2) 
HMM3 7 (VHgjaWc-VLWHEr^SHfl*) 

9T#feiiS5eSfflr5^5 H (pGHEL) o^|g-&ttVH3-F@a?ij«iJ#^ 
: T«£ftl>DNAg^J<HfA-tl>. fltfJTSiHL MlfipGHE LSrUSi: LT. ±»<D 
QuickChange kit (Stratagenet) £fflVvCfr3. n^tlhT 

M2ot mniz lx9» v mmmw. wv Hh-vLgt -m&*fi ? . 

Sephadex G7 5fcfflWt . #?»»5 0 kD a<7)?yn?ftfr£#Bt6. ( 
023) 

Al 4P-f (IH»^: 147) 
GAGC AGAGGTGAAAAAGC C AGGGGAGTCTCTGAAG 
A14P-r (E»#: 148) 

CTTC AG AG ACTCC CCTGGCTTTTTC ACCTCTGCTC 
8 (SPRfcJ:S&&tfHELtf>ZfiiS£flgW) 
»t$J3 7"CHfeii*^ WC^«KM)Ai=*W *»6tt*S PRfcTJB&t*. S P 
RSlJgSIKfcLT, BIAcore2000 (BI AcorettH) fc«HU tttS^fe 
LTiilSia^S I A-k i t Autf)A3l»#5;*»K*ttHjLfc. J2lT*>* 
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-r*. ^zmm^^tm^-yinh. (024) 
mmm39 (vug-vHs^y^mmry^i^^m) 

||ifc^3 0WVHh^fcOtVHg^3-F1-iDNA|ffM-*fflV^KWiHt^ffi 
(= J: 0 IWH 3 0 fc Z o 1 0 «rtB= J; 9 p P C I Z - « V H g » ' MJWJ . i« 
fB* S V H g & ^ - Hf & D N Affirm fHW £ is***®, t L t «i»J i o X teh P 
RA2-7s4», rvA^-hLX\t 
VHg-f 14 9) 

NNNNNGCTAGC GGCGGGGGC GGT AGC C AGGTGC AGTTG 
GTGGAGTCT 

vHg-r mnm- 1 50) 

NNNNNCCGCGGATGAGGAGACGGTGACCAGGGT1 
[0155] 

»W40(VHg-VLg^^««) 

nuns 1 tnm^mzi 0 Btt^y^««»t*. #?*»2 5 kd a«v H 

g-VHg«2lP>^^^^I» S - (I225) 

gtWH i(VHg-vLg4 ywnmryxs mm) 
-mizx mmm 3otzo£o zmtx ^ P pciz- a vHg' smtt . ±sa 

MU P RA2-7s4*JBW T?4i-b\,X\t 
VHg4-f (E^lS-t : 1 5 1 ) 

NNNNNGCTAGC GGCAGC C AGGTGC AGTTGGTGG AGTC T 
VHg4-r (mim: 152) 

NNN NNCC GC GG ATG AGG AG AC GGTG ACC AGGGTT 

tmt. m<nryx^YXhh^y-9^y^zxmi-th. 

[0156] 

Httf?J4 0 4 AXmktlhfy'VKn W*l5 0 OmM/P BST«W*A»tt 
T ( 2 0 nmi : ffl**Mttll) «HW:T4 ^2^* 

mnmsmm^? wKAmax) wswt^u 

*S*U ^^|B|OiE«**3fi»tTV^ii:*^l.tSlft*f»S (026) . 

*»«3 6fcJSV^ 5 00nM HEL*)ffcb9C5 0 0 nM BSAfc LfcBWttB t 

^^fl*«rS^-SCi:*«J5S*i.S. (02 7) 
/ H-j$&)J 3 ) 

ffiHELStft (Rocklan dttS) m^X &mUUzm®%it2 tlM^® 

mzwm&zxmo, 

(1) 10uM ttHELtt*/PBS»«tfl«-r*. 

( 2 ) ( 1 ) Til f>*H>ftfti» l^L/minCXlOO^Uyyi^H^ 
. ®* Lfcfii*^FO^^Wi 1 9 0 7 R . U-T&S . 

<3>«V*T, (2) fcRfcS^ttfct-r^x^g./-?- 

(4)JE£, l%*^y/PBS|I 40^L^20^L/min}:T-fyy'3^ 
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(5) ljuM HEL 40;uL§r20#L/mi nfcXJ y : Jn 7 i/3 

\i\ 02 8<9i§S£#S. 
[0157] 

**>SiJI. &mmfeiSttizfflfcft=Ht 1 9 0 7 R. UfcStLTtt&UfcHE 
IJ11R. UT'&ft. H5@9*>39»l!Bfc**U «(c*t*-iH ! * t --o«)tlWtatlRJb 

tasg $ *ut t % i h t tmm 6 xtfimtma^ m& itM9-t*&. 
-4 o %a±.mmmmmm-th z t tf^tn . 

t it^ . ftfifc* W£fr & & - b £ ft S Sr f# § . 

[0158] 

v&i*miizmmtam-i. *mzmm hz tx'mtii&m&*y< 

[0159] 
[0160] 

±Lxmi^Ktmtiztimttzmm&mtz>. *nm*mtiz 
tx% ^hhmcommmmmz'+tdzt%< , @w<^y^?»£iiiiit-£^# 

jwaamwrottr* * - fc sWw*s*t* . 

[0161] 

[HI] ***fc*»*»**^^^K«)-«fcU3f«, «Sfr^j££«5^fc**0 

T'&ft. 

[02] *Wflfc***«6-^v«^««)-««ct»'t*. «B*0^«IWHfc:w*H 
T&ft. 

[03] *5feHHt:A»3&»fta^^w«^««-Mt:tJftft, flfii*w«j£S«S«tcSttlSI 
T'&ft. 

[H4] *5|BHfc:A»A»sa^^y^^««-0|t:iittS. «JI*«ffljS*«S«tSrr0 
T£ft. 

[05] *mizfrfrhM£?>^?m~Mizmz>. mmmmmmz^-t® 
x°hh. 

[06] *iiBB^3&»fta^^y/ , «^»<o-0ifc:tj»ts. mm<nmmmm^-tm 

Xfoh* 

[07] *JMStc*»*»6a^W«^lt«)-«lfctJtt4. flBa*«8Wt*«*Wfc^tH 
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[09] ^SWd»feii6VLWSPRIWI«— ws^tHtr*** 

[ 010 1 *jwch fens vh«sp Rwm-mi^-mx'h & . 

[011] *W»0SlltW*K»»f 6*^>^^ *-«SHT**. 
[012] . 

[0D] ^B^^w^aw&^o^^ ^-«^0-c* & . 
[0i4] ^mcommmmmi-h^^ ?-mm?hh . 
[0i5] 

c 016 ] #&Bjitf)!Sisffl * s ? -sjas-ca *» . 

[017] *S6WT1»feii* s c F v<AS PRflHB<0-W*?rft@Tfc£. 

[018] H»J2 lfctStt&SPRf-v-ht**. 

[019] |W«3 1K*»tt*GPCf-+-h , C*4. 

[020] SHtW3 2KtJtt*SPRf"lr-h , C**. 

[021] Hfcfl3 4C*5lt*SPR-f*-h?&$. 

[022] ^StW3 6^t5{tl.SPRf-v-h"C$>l). 

[023] Htt{H3 7£fcft&GPC*-v-hT&*. 

[024] SeSSWSStfeJtSSPRf-v-hT**. 

[025] |B(|W4 0fc:tJtt*GPCf-+-b-C»6. 

[026] mm* 2iizm&^m?mwwmv*>z. 

[027] tt«W2t:4J»t*SPRf-r-h'C**. 
[028] tt«W3tfctt*SPRf-v-h-C*>4. 
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[027] 

500n 
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02) m% ^ m± 

JtDK«*fflKT*rF3TB3 0*2* 

mmm m m 

%mmmmm\im%.it3 5#* jnt*ift^9-3 0 7 

F^-A(##) 4B024 Mil BA61 CA01 CA20 DA06 EA04 GA14 HA01 

4H045 AA10 AA20 AA30 BA10 BA50 BA63 CA40 DA75 EA50 FA74 
FA82 



